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Description 

Technical Field 

5 The invention relates to materials and methodologies for managing the spread of non-A, non-B hepatitis 
virus (NANBV) infection. More specifically, it relates to diagnostic DNA fragments, diagnostic proteins, 
diagnostic antibodies and protective antigens and antibodies for an etiologic agent of NANB hepatitis, i.e., 
hepatitis C virus. 
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50 

Background Art 



Non-A, Non-B hepatitis (NANBH) is a transmissible disease or family of diseases that are believed to be 
viral-induced, and that are distinguishable from other forms of viral-associated liver diseases, including that 
55 caused by the known hepatitis viruses, i.e.. hepatitis A virus (HAV), hepatitis B virus (HBV). and delta 
hepatitis virus (HDV), as well as the hepatitis induced by cytomegalovirus (CMV) or Epstein-Barr virus 
(EBV). NANBH was first identified in transfused individuals. Transmission from man to chimpanzee and 
serial passage in chimpanzees provided evidence that NANBH is due to a transmissible infectious agent or 
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agents. However, the transmissible agent responsible for NANBH is still unidentified and the number of 
agents which are causative of the disease are unknown. 

Epidemiologic evidence is suggestive that there may be three types of NANBH: the water-borne 
epidemic type; the blood or needle associated type; and the sporadically occurring (community acquired) 
5 type. However, the number of agents which may be the causative of NANBH are unknown. 

Clinical diagnosis and identification of NANBH has been accomplished primarily by exclusion of other 
viral markers. Among the methods used to detect putative NANBV antigens and antibodies are agar-gel 
diffusion, counterimmunoelectrophoresis, immunofluorescence microscopy, immune electron microscopy, 
radioimmunoassay, and enzyme-linked immunosorbent assay. However, none of these assays has proved 
10 to be sufficiently sensitive, specific, and reproducible to be used as a diagnostic test for NANBH. 

Until now there has been neither clarity nor agreement as to the identity or specificity of the antigen 
antibody systems associated with agents of NANBH. This is due, at least in part, to the prior or co-infection 
of HBV with NANBV in individuals, and to the known complexity of the soluble and particulate antigens 
associated with HBV, as well as to the integration of HBV DNA into the genome of liver cells. In addition, 
75 there is the possibility that NANBH is caused by more than one infectious agent, as well as the possibility 
that NANBH has been misdiagnosed. Moreover, it is unclear what the serological assays detect in the 
serum of patients with NANBH. H has been postulated that the agar-get diffusion and counterimmunoelec- 
trophoresis assays detect autoimmune responses or non-specific protein interactions that sometimes occur 
between serum specimens, and that they do not represent specific NANBV antigen-antibody reactions. The 
20 immunofluorescence, and enzyme-linked immunosorbent, and radioimmunoassays appear to detect low 
levels of a rheumatoid-factor-like material that is frequently present in the serum of patients with NANBH as 
well as in patients with other hepatic and non hepatic diseases. Some of the reactivity detected may 
represent antibody to host-determined cytoplasmic antigens. 

There are a number of candidate NANBV. See, for example the reviews by Prince (1983), Feinstone 
25 and Hoofnagle (1984), and Overby (1985, 1986, 1987) and the article by Iwarson (1987). However, there is 
no proof that any of these candidates represent the etiological agent of NANBH. 

The demand for sensitive, specific methods for screening and identifying carriers of NANBV and 
NANBV contaminated blood or blood products is significant. Post-transfusion hepatitis (PTH) occurs in 
approximately 10% of transfused patients, and NANBH accounts for up to 90% of these cases. The major 
30 problem in this disease is the frequent progression to chronic liver damage (25-55%). 

Patient care as well as the prevention of transmission of NANBH by blood and blood products or by 
close personal contact require reliable diagnostic and prognostic tools to detect nucleic acids, antigens and 
antibodies related to NANBV. In addition, there is also a need for effective vaccines and immunotherapeutic 
therapeutic agents for the prevention and/or treatment of the disease, 

35 

Disclosure of the Invention 

The invention pertains to the isolation and characterization of a newly discovered etiologic agent of 
NANBH, hepatitis C virus (HCV). More specifically, the invention provides a family of cDNA replicas of 

40 portions of HCV genome. These cDNA replicas were isolated by a technique which included a novel step of 
screening expression products from cDNA libraries created from a particulate agent in infected tissue with 
sera from patients with NANBH to detect newly synthesized antigens derived from the genome of the 
heretofore unisolated and uncharacterized viral agent, and of selecting clones which produced products 
which reacted immunologically only with sera from infected individuals as compared to non-infected 

45 individuals. 

Studies of the nature of the genome of the HCV, utilizing probes derived from the HCV cDNA, as well 
as sequence information contained within the HCV cDNA, are suggestive that HCV is a Flavivirus or a Flavi- 
like virus. 

Portions of the cDNA sequences derived from HCV are useful as probes to diagnose the presence of 
so virus in samples, and to isolate naturally occurring variants of the virus. These cDNAs also make available 
polypeptide sequences of HCV antigens encoded within the HCV genome(s) and permits the production of 
polypeptides which are useful as standards or reagents in diagnostic tests and/or as components of 
vaccines. Antibodies, both polyclonal and monoclonal, directed against HCV epitopes contained within these 
polypeptide sequences are also useful for diagnostic tests, as therapeutic agents, for screening of antiviral 
55 agents, and for the isolation of the NANBV agent from which these cDNAs derive. In addition, by utilizing 
probes derived from these cDNAs it is possible to isolate and sequence other portions of the HCV genome, 
thus giving rise to additional probes and polypeptides which are useful in the diagnosis and/or treatment, 
both prophylactic and therapeutic, of NANBH. 
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Thus, the invention provides a polypeptide in substantially isolated form comprising a contiguous 
sequence of at least 10 amino acids encoded by the genome hepatitis C virus (HCV) and comprising an 
antigenic determinant, wherein HCV is characterized by: 
(i) a positive stranded RNA genome; 
5 (ii) said genome comprising an open reading frame (ORF) encoding a poly protein; and 

(iii) said potyprotein comprising an amino acid sequence having at least 40% homology to the 859 amino 
acid sequence in Figure 1 4. 

The invention also provides a polynucleotide in substantially isolated form comprising a contiguous 
sequence of nucleotides which is capable of selectively hybridizing to the genome of hepatitis C virus 
10 (HCV) or the complement thereof, wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said potyprotein comprising an amino acid sequence having at least 40% homology to the 859 amino 
acid sequence in Figure 14. 

75 The invention also provides a DNA polynucleotide encoding a polypeptide, which polypeptide com- 
prises a contiguous sequence of at least 10 amino acids encoded by the genome of hepatitis C virus (HCV) 
and comprising an antigenic determinant, wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

20 (iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 amino 
acid sequence in Figure 14. 

The invention also provides a hepatitis C virus (HCV) immunoassay antigen fixed to a solid phase, 
wherein HCV is characterized by: 
(i) a positive standard RNA genome; 
25 (ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 amino 
acid sequence in Figure 14; 

said antigen comprising an antigenic determinant immunologically reactive with an anti-HCV antibody, 
wherein 

30 (a) said anti-HCV antibody is immunologically reactive with a reference antigenic determinant (i) encoded 
by an HCV cDNA insert in the Iambda-gt1 1 library deposited with the American Type Culture Collection 
(ATCC) under accession no. 40394, or (ii) found in Figure 47; and 

(b) said reference antigenic determinant is immunologically reactive with sera from HCV-infected 
humans. 

35 The invention also provides an immunoassay for detecting antibody against hepatitis C virus (HCV) 
(anti-HCV antibody), which immunoassay comprises: 

(a) providing a polypeptide comprising an antigenic determinant bindable by said anti-HCV antibody, 
wherein said antigenic determinant comprises a contiguous amino acid sequence encoded by the HCV 
genome and wherein HCV is characterized by: 

40 (i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14, 

(b) incubating a biological sample with said polypeptide under conditions that allow for the formation of 
45 antibody-antigen complex; and 

(c) determining whether antibody-antigen complex comprising said polypeptide is formed. 

The invention further relates to: a purified HCV polynucleotide; a recombinant HCV polynucleotide; a 
recombinant polynucleotide comprising a sequence derived from an HCV genome or from HCV cDNA; a 
recombinant polynucleotide encoding an epitope of HCV; a recombinant vector containing any of the above 

so recombinant polynucleotides, and a host cell transformed with any of these vectors. 

The invention further relates to: a recombinant expression system comprising an open reading frame 
(ORF) of DNA derived from an HCV genome or from HCV cDNA, wherein the ORF is operably linked to a 
control sequence compatible with a desired host, a cell transformed with the recombinant expression 
system, and a polypeptide produced by the transformed cell. 

55 The invention can be utilized to obtain purified HCV particles, a preparation of polypeptides from the 
purified HCV; a purified HCV polypeptide; a purified polypeptide comprising an epitope which is im- 
munologically identifiable with an epitope contained in HCV. 
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The invention also relates to a recombinant HCV polypeptide; a recombinant polypeptide comprised of 
a sequence derived from an HCV genome or from HCV cDNA; a recombinant polypeptide comprised of an 
HCV epitope; and a fusion polypeptide Comprised of an HCV polypeptide. 

The invention also relates to an anti-HCV antibody composition comprising antibodies that bind said 

5 antigenic determinant of a polypeptide according to the invention which is (a) a purified preparation of 
polyclonal antibodies, or (b) a monoclonal antibody composition. 

The invention also relates to a particle which is immunogenic against HCV infection comprising a non- 
HCV polypeptide having an amino acid sequence capable of forming a particle when said sequence is 
produced in a eukaryotic host, and an HCV epitope. The invention also relates to a polynucleotide probe for 

10 HCV, the probe comprising a polynucleotide of the invention which further comprises a detectable label. 
The invention also relates to a polymerase chain reaction (PCR) kit comprising a pair of primers capable of 
priming the synthesis of cDNA in a PCR reaction where each of the primers is a polynucleotide according 
to the invention. The invention also finds application in the production of kits such as those for assaying a 
sample for the presence or absence of HCV polynucleotides by (a) contacting the sample with a probe 

15 comprising a polynucleotide of the invention, for example one containing about 8 or more nucleotides, 
under conditions that allow the selective hybridization of said probe to an HCV polynucleotide or the 
compliment thereof in the sample; and (b) detecting any polynucleotide duplexes comprising said probe. 

Other aspects to which the invention relates are: a polypeptide comprised of an HCV epitope, attached 
to a solid substrate; and an antibody to an HCV epitope, attached to a solid substrate. 

20 Still other aspects to which the invention relates are: a method for producing a polypeptide containing 
an HCV epitope comprising incubating host cells transformed with an expression vector containing a 
sequence encoding a polypeptide containing an HCv epitope under conditions which allow expression of 
said polypeptide; and a polypeptide containing an HCV epitope produced by this method. 

The invention also relates to a method for detecting HCV nucleic acids in a sample comprising reacting 

25 nucleic acids of the sample with a probe for an HCV polynucleotide under conditions which allow the 
formation of a polynucleotide duplex between the probe and the HCV nucleic acid from the sample; and 
detecting a polynucleotide duplex which contains the probe. 

Immunoassays are also included in the invention. These include an immunoassay for detecting an HCV 
antigen comprising (a) providing an antibody composition according to the invention; (b) incubating a 

30 sample with the antibody composition under conditions that allow for the formation of an antibody-antigen 
complex; and (c) detecting antibody-antigen complexes comprising the anti-HCV antibodies. The invention 
also provides an immunoassay for detecting antibodies directed against an HCV antigen comprising (a) 
providing a polypeptide comprising an antigenic determinant bindable by said anti-HCV antibody, wherein 
said antigenic determinant comprises a contiguous amino acid sequence encoded by said genome; (b) 

35 incubating a biological sample with said polypeptide under conditions that allow for the formation of an 
antibody-antigen complex; and (c) detecting antibody-antigen complexes comprising said polypeptide. 

The invention also provides vaccine compositions for treatment of HCV infection comprising an 
immunogenic peptide Containing an HCV epitope, or an inactivated preparation of HCV, or an attenuated 
preparation of HCV. 

40 An application of the invention is a tissue culture grown cell infected with HCV and the invention 
includes a method of growing HCV by providing cells, e.g. hepatocytes or macrophages, infected with HCV 
and propagating such cells in vitro. 

Yet another application of the invention is its use in a method for producing antibodies to HCV 
comprising administering to an individual an isolated immunogenic polypeptide containing an HCV epitope 

45 in an amount sufficient to produce an immune response. 

Still another application of the invention is a method for isolating cDNA derived from the genome of an 
unidentified infectious agent, comprising: (a) providing host cells transformed with expression vectors 
containing a cDNA library prepared from nucleic acids isolated from tissue infected with the agent and 
growing said host cells under conditions which allow expression of polypeptide(s) encoded in the cDNA; (b) 

so interacting the expression products of the cDNA with an antibody containing body component of an 
individual infected with said infectious agent under conditions which allow an immunoreaction, and detecting 
antibody-antigen complexes formed as a result of the interacting; (c) growing host cells which express 
polypeptides that form antibody-antigen complexes in step (b) under conditions which allow their growth as 
individual clones and isolating said clones; (d) growing cells from the clones of (c) under conditions which 

55 allow expression of polypeptide(s) encoded within the cDNA, and interacting the expression products with 
antibody containing body components of individuals other than the individual in step (a) who are infected 
with the infectious agent and with control individuals uninfected with the agent, and detecting antibody- 
antigen complexes formed as a result of the interacting; (e) growing host cells which express polypeptides 
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that form antibody-antigen complexes with antibody containing body components of infected individuals and 
individuals suspected of being infected, and not with said components of control individuals, under 
conditions which allow their growth as individual clones and isolating said clones; and (f) isolating the cDNA 
from the host cell clones of (e). 

5 

Brief Description of the Drawings 

Fig. 1 shows the double-stranded nucleotide sequence of the HCV cDNA insert in clone 5-1-1, and the 
putative amino acid sequence of the polypeptide encoded therein. 
io Rg. 2 shows the homologies of the overlapping HCV cDNA sequences in clones 5-1-1, 81, 1-2, and 91 . 

Rg. 3 shows a composite sequence of HCV cDNA derived from overlapping clones 81, 1-2, and 91, and 
the amino acid sequence encoded therein. 

Rg. 4 shows the double-stranded nucleotide sequence of the HCV cDNA insert in clone 81, and the 
putative amino acid sequence of the polypeptide encoded therein. 
75 Rg. 5 shows the HCV cDNA sequence in clone 36, the segment which overlaps the NANBV cDNA of 
clone 81 , and the polypeptide sequence encoded within clone 36. 

Rg. 6 shows the combined ORF of HCV cDNAs in clones 36 and 81 , and the polypeptide encoded 
therein. 

Rg. 7 shows the HCV cDNA sequence in clone 32, the segment which overlaps clone 81, and the 
20 polypeptide encoded therein. 

Rg. 8 shows the HCV cDNA sequence in clone 35, the segment which overlaps clone 36, and the 
polypeptide encoded therein. 

Rg. 9 shows the combined ORF of HCV cDNAs in clones 35, 36, 81, and 32, and the polypeptide 
encoded therein. 

25 Rg. 10 shows the HCV cDNA sequence in clone 37b, the segment which overlaps clone 35, and the 
polypeptide encoded therein. 

Rg. 1 1 shows the HCV cDNA sequence in clone 33b, the segment which overlaps clone 32, and the 
polypeptide encoded therein. 

Rg. 12 shows the HCV cDNA sequence in clone 40b, the segment which overlaps clone 37b, and the 
30 polypeptide encoded therein. 

Rg. 13 shows the HCV cDNA sequence in clone 25c, the segment which overlaps clone 33b, and the 
polypeptide encoded therein. 

Rg. 14 shows the nucleotide sequence and polypeptide encoded therein of the ORF which extends 
through the HCV cDNAs in clones 40b, 37b, 35, 36, 81 , 32, 33b, and 25c. 
35 Rg. 1 5 shows the HCV cDNA sequence in clone 33c, the segment which overlaps clones 40b and 33c, 
and the amino acids encoded therein. 

Rg. 16 shows the HCV cDNA sequence in clone 8h, the segment which overlaps clone 33c, and the 
amino acids encoded therein. 

Rg. 17 shows the HCV cDNA sequence in clone 7e, the segment which overlaps clone 8h, and the 
40 amino acids encoded therein. 

Rg. 18 shows the HCV cDNA sequence in clone 14c, the segment which overlaps clone 25c, and the 
amino acids encoded therein. 

Rg. 19 shows the HCV cDNA sequence in clone 8f, the segment which overlaps clone 14c t and the 
amino acids encoded therein. 
45 Rg. 20 shows the HCV cDNA sequence in clone 33f, the segment which overlaps clone 8f, and the 
amino acids encoded therein. 

Rg. 21 shows the HCV cDNA sequence in clone 33g, the segment which overlaps clone 33f, and the 
amino acids encoded therein. 

Rg. 22 shows the HCV cDNA sequence in clone 7f, the segment which overlaps the sequence in clone 
so 7e, and the amino acids encoded therein. 

Rg. 23 shows the HCV cDNA sequence in clone 11b, the segment which overlaps the sequence in 
clone 7f, and the amino acids encoded therein. 

Rg. 24 shows the HCV cDNA sequence in clone 14i, the segment which overlaps the sequence in clone 
11b, and the amino acids encoded therein. 
55 Rg. 25 shows the HCV cDNA sequence in clone 39c, the segment which overlaps the sequence in 
clone 33g, and the amino acids encoded therein. 

Rg. 26 shows a composite HCV cDNA sequence derived from the aligned cDNAs in clones 14i, 11b, 7f, 
7e, 8h, 33c 40b 37b 35 36, 81, 32, 33b, 25c. 14c, 8f, 33f, 33g and 39c also shown is the amino acid 
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sequence of the polypeptide encoded in the extended ORF in the derived sequence. 

Fig. 27 shows the sequence of the HCV cDNA in clone 12f, the segment which overlaps clone 14i, and 
the amino acids encoded therein. 

Fig. 28 shows the sequence of the HCV cDNA in clone 35f, the segment which overlaps clone 39c, and 
5 the amino acids encoded therein. 

Fig. 29 shows the sequence of the HCV cDNA in clone 19g, the segment which overlaps clone 35f, and 
the amino acids encoded therein. 

Fig. 30 shows the sequence of clone 26g, the segment which overlaps clone 19g, and the amino acids 
encoded therein. 

10 Fig. 31 shows the sequence of clone 15e, the segment which overlaps clone 26g, and the amino acids 
encoded therein. 

Fig. 32 shows the sequence in a composite cDNA, which was derived by aligning clones 12f through 
15e in the 5* to 3' direction; it also shows the amino acids encoded in the continuous ORF. 

Fig. 33 shows a photograph of Western blots of a fusion protein, SOD-NANB5-1-1 . with chimpanzee 
75 serum from chimpanzees infected with BB-NANB, HAV, and HBV. 

Fig. 34 shows a photograph of Western blots of a fusion protein, SOD-NANB5-1-1, with serum from 
humans infected with NANBV, HAV, HBV, and from control humans. 
Fig. 35 is a map showing the significant features of the vector pAB24. 

Fig. 36 shows the putative amino acid sequence of the carboxy-terminus of the fusion polypeptide 
20 C 100-3 and the nucleotide sequence encoding it. 

Fig. 37A is a photograph of a coomassie blue stained polyacrylamide gel which identifies C 100-3 
expressed in yeast. 

Fig. 37B shows a Western blot of C100-3 with serum from a NANBV infected human. 

Fig. 38 shows an autoradiograph of a Northern blot of RNA isolated from the liver of a BB-NANBV 
25 infected chimpanzee, probed with BB-NANBV cDNA of clone 81. 

Fig. 39 shows an autoradiograph of NANBV nucleic acid treated with RNase A or DNase I, and probed 
with BB-NANBV cDNA of clone 81 . 

Fig. 40 shows an autoradiograph of nucleic acids extracted from NANBV particles captured from 
infected plasma with anti-NANBs -1 -1 , and probed with 32 P-labeled NANBV cDNA from clone 81 . 
30 Fig. 41a and b shows autoradiographs of filters containing isolated NANBV nucleic acids, probed with 
^P-labeled plus and minus strand DNA probes derived from NANBV cDNA in clone 81. 

Fig. 41-1 shows the homologies between a polypeptide encoded in HCV cDNA and an NS protein from 
Dengue flavivirus. 

Fig. 43 shows a histogram of the distribution of HCV infection in random samples, as determined by an 
35 ELISA screening. 

Fig. 44 shows a histogram of the distribution of HCV infection in random samples using two 
configurations of immunoglobulin-enzyme conjugate in an ELISA assay. 

Fig. 45 shows the sequences in a primer mix, derived from a conserved sequence in NS1 of 
flavi viruses. 

40 Fig. 46 shows the HCV cDNA sequence in clone k9-1 , the segment which overlaps the cDNA in Fig. 27, 
and the amino acids encoded therein. 

Fig. 47 shows the sequence in a composite CDNA which was derived by aligning clones k9-1 through 
15e in the 5* to 3* direction; it also shows the amino acids encoded in the continuous ORF. 

45 I. Definitions 



The term "hepatitis C virus" has been reserved by workers in the field for an heretofore unknown 
etiologic agent of NANBH. Accordingly, as used herein, "hepatitis C virus" (HCV) refers to an agent 
causitive of NANBH, which agent is a virus characterised by:(i) a positive stranded RNA genome; (ii) said 

50 genome comprising an open reading frame (ORF) encoding a polyprotein; and (iii) the portion of said 
poly protein corresponding to Figure 1 4 having at least 40% homology to the amino acid sequence in Figure 
14. This agent was formerly referred to as NANBV and/or BB-NANBV. The terms HCV, NANBV, and BB- 
NANBV are used interchangeably herein, but all refer to the virus as defined above. As an extension of this 
terminology, the disease caused by HCV, formerly Called NANB hepatitis (NANBH), is called hepatitis C. 

55 The terms NANBH and hepatitis C may be used interchangeably herein. 

The term "HCV", as used herein, denotes a viral species which causes NANBH, and attenuated strains 
or defective interfering particles derived therefrom. As shown infra., the HCV genome is comprised of RNA. 
It is known that RNA containing viruses have relatively high rates of spontaneous mutation, i.e., reportedly 
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on the order of 10" 3 to 10~ 4 per nucleotide (Fields & Knipe (1986)). Therefore, there are multiple strains 
within the HCV species described infra. The compositions and methods described herein, enable the 
propagation , identification, detection, and isolation of the various related strains. Moreover, they also allow 
the preparation of diagnostics and vaccines for the various strains, and have utility in screening procedures 

5 for anti-viral agents for pharmacologic use in that they inhibit replication of HCV. 

The information provided herein, although derived from one strain of HCV, hereinafter referred to as 
CDC/HCV1 , is sufficient to allow a viral taxonomist to identify other strains which fall within the species. As 
described herein, we have discovered that HCV is a Flavivirus or Flavi-like virus. The morphology and 
composition of Flavivirus particles are known, and are discussed in Brinton (1986). Generally, with respect 

w to morphology, Flaviviruses contain a central nucleocapsid surrounded by a lipid bilayer. Virions are 
spherical and have a diameter of about 40-50 nm. Their cores are about 25-30 nm in diameter. Along the 
outer surface of the virion envelope are projections that are about 5-10 nm long with terminal knobs about 2 
nm in diameter. 

HCV encodes an epitope which is immunologically identifiable with an epitope in the HCV genome from 

T5 which the cDNAs described herein are derived; preferably the epitope is encoded in a cDNA described 
herein. The epitope is unique to HCV when compared to other known Flaviviruses. The uniqueness of the 
epitope may be determined by its immunological reactivity with HCV and lack of immunological reactivity 
with other Flavivirus species. Methods for determining immunological reactivity are known in the art, for 
example, by radioimmunoassay, by Elisa assay, by hemagglutination, and several examples of suitable 

20 techniques for assays are provided herein. 

In addition to the above, the following parameters are applicable, either alone or in combination, in 
identifying a strain as HCV. Since HCV strains are evolutionarily related, it is expected that the overall 
homology of the genomes at the nucleotide level will be 40% or greater, preferably 60% or greater, and 
even more preferably 80% or greater; and in addition that there will be corresponding contiguous 

25 sequences of at least about 1 3 nucleotides. The correspondence between the putative HCV strain genomic 
sequence and the CDC/HCV1 cDNA sequence can be determined by techniques known in the art. For 
example, they can be determined by a direct comparison of the sequence information of the polynucleotide 
from the putative HCV, and the HCV cDNA sequence(s) described herein. For example, also, they can be 
determined by hybridization of the polynucleotides under conditions which form stable duplexes between 

30 homologous regions (for example, those which would be used prior to Si digestion), followed by digestion 
with single stranded specific nuclease(s), followed by size determination of the digested fragments. 

Because of the evolutionary relationship of the strains of HCV, putative HCV strains are identifiable by 
their homology at the polypeptide level. Generally, HCV strains are more than 40% homologous, preferably 
more than 60% homologous, and even more preferably more than 80% homologous at the polypeptide 

35 level. The techniques for determining amino acid sequence homology are known in the art. For example, 
the amino acid sequence may be determined directly and compared to the sequences provided herein. For 
example also, the nucleotide sequence of the genomic material of the putative HCV may be determined 
(usually via a CDNA intermediate); the amino acid sequence encoded therein can be determined, and the 
corresponding regions compared. 

40 As used herein, a polynucleotide "derived from" a designated sequence, for example, the HCV cDNA, 
particularly those exemplified in the sequences of Figs. 1-47, or from an HCV genome, refers to a 
polynucleotide sequence which is comprised of a sequence of approximately at least 6 nucleotides, is 
preferably at least 8 nucleotides, is more preferably at least 10-12 nucleotides, and even more preferably at 
least 15-20 nucleotides corresponding, i.e., homologous to or complementary to, a region of the designated 

45 nucleotide sequence. Preferably, the sequence of the region from which the polynucleotide is derived is 
homologous to or complementary to a sequence which is unique to an HCV genome. Whether or not a 
sequence is unique to the HCV genome can be determined by techniques known to those of skill in the art. 
For example, the sequence can be compared to sequences in databanks, e.g., Genebank, to determine 
whether it is present in the uninfected host or other organisms. The sequence can also be compared to the 

so known sequences of other viral agents, including those which are known to induce hepatitis, e.g., HAV, 
HBV, and HDV, and to other members of the Flaviviridae. The correspondence or non-correspondence of 
the derived sequence to other sequences can also be determined by hybridization under the appropriate 
stringency conditions. Hybridization techniques for determining the complementarity of nucleic acid se- 
quences are known in the art, and are discussed infra. See also, for example, Maniatis et al. (1982). In 

55 addition, mismatches of duplex polynucleotides formed by hybridization can be determined by known 
techniques, including for example, digestion with a nuclease such as S1 that specifically digests single- 
stranded areas in duplex polynucleotides. Regions from which typical DNA sequences may be "derived" 
include but are not limited to, for example, regions encoding specific epitopes, as well as non-transcribed 
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and/or non-translated regions. 

The derived polynucleotide is not necessarily physically derived from the nucleotide sequence shown, 
but may be generated in any manner, including for example, chemical synthesis or DNA replication or 
reverse transcription or transcription, which are based on the information provided by the sequence of 
s bases in the region(s) from which the polynucleotide is derived. In addition, combinations of regions 
corresponding to that of the designated sequence may be modified in ways known in the art to be 
consistent with an intended use. 

Similarly, a polypeptide or amino acid sequence derived from a designated nucleic acid sequence, for 
example, the sequences in Figs. 1-47, or from an HCV genome, refers to a polypeptide having an amino 
w acid sequence identical to that of a polypeptide encoded in the sequence, or a portion thereof wherein the 
portion consists of at least 3-5 amino acids, and more preferably at least 8-10 amino acids, and even more 
preferably at least 11-15 amino acids, or which is immunologically identifiable with a polypeptide encoded 
in the sequence. 

A recombinant or derived polypeptide is not necessarily translated from a designated nucleic acid 
75 sequence, for example, the sequences in Figs. 1-47, or from an HCV genome; it may be generated in any 
manner, including for example, chemical synthesis, or expression of a recombinant expression system, or 
isolation from mutated HCV. 

The term "recombinant polynucleotide** as used herein intends a polynucleotide of genomic, cDNA, 
semisynthetic, or synthetic origin which, by virtue of its origin or manipulation: (1) is not associated with all 
20 or a portion of the polynucleotide with which it is associated in nature or in the form of a library; and/or (2) is 
linked to a polynucleotide other than that to which it is linked in nature. 

The term "polynucleotide" as used herein refers to a polymeric form of nucleotides of any length, either 
ribonucleotides or deoxyribonucleotides. This term refers only to the primary structure of the molecule. 
Thus, this term includes double- and single-stranded DNA, as well as double- and single stranded RNA. It 
25 also includes modified, for example, by methylation and/or by capping, and unmodified forms of the 
polynucleotide. 

As used herein, the term "HCV containing a sequence corresponding to a CDNA" means that the HCV 
contains a polynucleotide sequence which is homologous to or complementary to a sequence in the 
designated DNA; the degree of homology or complementarity to the cDNA will be approximately 50% or 

30 greater, will preferably be at least about 70%, and even more preferably will be at least about 90%. The 
sequences which correspond will be at least about 70 nucleotides, preferably at least about 80 nucleotides, 
and even more preferably at least about 90 nucleotides in length. The correspondence between the HCV 
sequence and the cDNA can be determined by techniques known in the art, including, for example, a direct 
comparison of the sequenced material with the cDNAs described, or hybridization and digestion with single 

35 strand nucleases, followed by size determination of the digested fragments. 

Techniques for purifying viral polynucleotides from viral particles are known in the art, and include for 
example, disruption of the particle with a chaotropic agent, and separation of the polynucleotide(s) and 
polypeptides by ion-exchange chromatography, affinity chromatography, and sedimentation according to 
density. 

40 Techniques for purifying viral polypeptides are known in the art, and examples of these techniques are 
discussed infra. 

"Recombinant host cells", "host cells", "cells", "cell lines", "cell cultures:, and other such terms 
denoting microorganisms or higher eukaryotic cell lines cultured as unicellular entities refer to cells which 
can be, or have been, used as recipients for recombinant vector or other transfer DNA, and include the 

45 progeny of the original cell which has been transfected. It is understood that the progeny of a single 
parental cell may not necessarily be completely identical in morphology or in genomic or total DNA 
complement as the original parent, due to accidental or deliberate mutation. Progeny of the parental cell 
which are sufficiently similar to the parent to be characterized by the relevant property, such as the 
presence of a nucleotide sequence encoding a desired peptide, are included in the progeny intended by 

so this definition, and are covered by the above terms. 

A "replicon" is any genetic element, e.g., a plasmid, a chromosome, a virus, that behaves as an 
autonomous unit of polynucleotide replication within a cell; i.e., capable of replication under its own control. 

A "vector" is a replicon in which another polynucleotide segment is attached, so as to bring about the 
replication and/or expression of the attached segment. 

55 "Control sequence" refers to polynucleotide sequences which are necessary to effect the expression of 
coding sequences to which they are ligated. The nature of such control sequences differs depending upon 
the host organism; in prokaryotes, such control sequences generally include promoter, ribosomal binding 
site, and terminators; in eukaryotes, generally, such control sequences include promoters, terminators and, 
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in some instances, enhancers. The term "control sequences" is intended to include, at a minimum, all 
components whose presence is necessary for expression, and may also include additional components 
whose presence is advantageous, for example, leader sequences. 

"Operably linked" refers to a juxtaposition wherein the components so described are in a relationship 

5 permitting them to function in their intended manner. A control sequence "operably linked" to a coding 
sequence is ligated in such a way that expression of the coding sequence is achieved under conditions 
compatible with the control sequences. 

An "open reading frame" (ORF) is a region of a polynucleotide sequence which encodes a polypeptide; 
this region may represent a portion of a coding sequence or a total coding sequence. 

io A "coding sequence" is a polynucleotide sequence which is transcribed into mRNA and/or translated 
into a polypeptide when placed under the control of appropriate regulatory sequences. The boundaries of 
the coding sequence are determined by a translation start codon at the S'-terminus and a translation stop 
codon at the 3'-terminus. A coding sequence can include, but is not limited to mRNA. cDNA, and 
recombinant polynucleotide sequences. 

15 "Immunologically identifiable with/as" refers to the presence of epitope(s) and polypeptides(s) which are 
also present in and are unique to the designated potypeptide(s), usually HCV proteins. Immunological 
identity may be determined by antibody binding and/or competition in binding; these techniques are known 
to those of average skill in the art, and are also illustrated infra. The uniqueness of an epitope can also be 
determined by computer searches of known data banks, e.g. Genebank, for the polynucleotide sequences 

20 which encode the epitope, and by amino acid sequence comparisons with other known proteins. 

As used herein, "epitope" refers to an antigenic determinant of a polypeptide; an epitope could 
comprise 3 amino acids in a spatial conformation which is unique to the epitope, generally an epitope 
consists of at least 5 such amino acids, and more usually, consists of at least 8-10 such amino acids. 
Methods of determining the spatial conformation of amino acids are known in the art, and include, for 

25 example, x-ray crystallography and 2-dimensional nuclear magnetic resonance. 

A polypeptide is "immunologically reactive" with an antibody when it binds to an antibody due to 
antibody recognition of a specific epitope contained within the polypeptide. Immunological reactivity may be 
determined by antibody binding, more particularly by the kinetics of antibody binding, and/or by competition 
in binding using as competitor(s) a known polypeptide(s) containing an epitope against which the antibody 

30 is directed. The techniques for determining whether a polypeptide is immunologically reactive with an 
antibody are known in the art. 

As used herein, the term "immunogenic polypeptide containing an HCV epitope" includes naturally 
occurring HCV polypeptides or fragments thereof, as well as polypeptides prepared by other means, for 
example, chemical synthesis, or the expression of the polypeptide in a recombinant organism. 

35 The term "polypeptide" refers to a molecular chain of amino acids and does not refer to a specific 
length of the product; thus, peptides, oligopeptides, and proteins are included within the definition of 
polypeptide. This term also does not refer to post-expression modifications of the polypeptide, for example, 
glycosylations, acetylations, phosphorylations and the like. 

"Transformation", as used herein, refers to the insertion of an exogenous polynucleotide into a host cell, 

40 irrespective of the method used for the insertion, for example, direct uptake, transduction, or f-mating. The 
exogenous polynucleotide may be maintained as a non-integrated vector, for example, a plasmid, or 
alternatively, may be integrated into the host genome. 

"Treatment" as used herein refers to prophylaxis and/or therapy. 

An "individual", as used herein, refers to vertebrates, particularly members of the mammalian species, 
45 and includes but is not limited to domestic animals, sports animals, primates, and humans. 

As used herein, the "plus strand" of a nucleic acid contains the sequence that encodes the polypeptide. 
The "minus strand" contains a sequence which is complementary to that of the "plus strand". 

As used herein, a "positive stranded genome" of a virus is one in which the genome, whether RNA or 
DNA, is single-stranded and which encodes a viral polypeptide(s). Examples of positive stranded RNA 
so viruses include Togaviridae, Coronaviridae, Retroviridae, Picomaviridae, and Caliciviridae. Included also, are 
the Flaviviridae, which were formerly classified as Togaviradae. See Fields & Knipe (1986). 

As used herein, "antibody containing body component" refers to a component of an individual's body 
which is a source of the antibodies of interest. Antibody containing body components are known in the art, 
and include but are not limited to, for example, plasma, serum, spinal fluid, lymph fluid, the external 
55 sections of the respiratory, intestinal, and genitourinary tracts, tears, saliva, milk, white blood cells, and 
myelomas. 

As used herein, "purified HCV refers to a preparation of HCV which has been isolated from the cellular 
constituents with which the virus is normally associated, and from other types of viruses which may be 
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present in the infected tissue. The techniques for isolating viruses are known to those of skill in the art, and 
include, for example, centrifugation and affinity chromatography; a method of preparing purified HCV is 
discussed infra. 

5 II. Description of the Invention 

The practice of the present invention will employ, unless otherwise indicated, conventional techniques of 
molecular biology, microbiology, recombinant DNA, and immunology, which are within the skill of the art. 
Such techniques are explained fully in the literature. See e.g., Maniatis, Fitsch & Sambrook. MOLECULAR 
10 CLONING; A LABORATORY MANUAL (1982); DNA CLONING, VOLUMES I AND II (D.N Glover ed. 1985); 
OLIGONUCLEOTIDE SYNTHESIS (M.J. Gait ed, 1984); NUCLEIC ACID HYBRIDIZATION (B.D. Hames & 
S.J. Higgins eds. 1984); 

TRANSCRIPTION AND TRANSLATION (B.D. Hames & S.J. Higgins eds. 1984); ANIMAL CELL CULTURE 
(R.I. Freshney ed. 1986); 

75 IMMOBILIZED CELLS AND ENZYMES (IRL Press, 1986); B. Perbal, A PRACTICAL GUIDE TO MOLECU- 
LAR CLONING (1984); 

the series, METHODS IN ENZYMOLOGY (Academic Press, Inc.); 

GENE TRANSFER VECTORS FOR MAMMALIAN CELLS (J.H. Miller and M.P. Calos eds. 1987, Cold 
Spring Harbor Laboratory), Methods in Enzymology Vol. 154 and Vol. 155 (Wu and Grossman, and Wu, 

20 eds., respectively), Mayer and Walker, eds. (1987), IMMUNOCHEMICAL METHODS IN CELL AND MOLEC- 
ULAR BIOLOGY (Academic Press, London), Scopes, (1987), PROTEIN PURIFICATION: PRINCIPLES AND 
PRACTICE, Second Edition (Springer-Verlag, N.Y.), and HANDBOOK OF EXPERIMENTAL IMMUNOLOGY, 
VOLUMES l-IV (D.M. Weir and C. C. Blackwell eds 1986). 

All patents, patent applications, and publications mentioned herein, both supra and infra, are hereby 

25 incorporated herein by reference. 

The useful materials and processes of the present invention are made possible by the provision of a 
family of closely homologous nucleotide sequences isolated from a cDNA library derived from nucleic acid 
sequences present in the plasma of an HCV infected chimpanzee. This family of nucleotide sequences is 
not of human or chimpanzee origin, since it hybridizes to neither human nor chimpanzee genomic DNA 

30 from uninfected individuals, since nucleotides of this family of sequences are present only in liver and 
plasma of chimpanzees with HCV infection, and since the sequence is not present in Genebank. In addition, 
the family of sequences shows no significant homology to sequences contained within the HBV genome. 

The sequence of one member of the family, contained within clone 5-1-1, has one continuous open 
reading frame (ORF) which encodes a polypeptide of approximately 50 amino acids. Sera from HCV 

35 infected humans contain antibodies which bind to this polypeptide, whereas sera from non-infected humans 
do not contain antibodies to this polypeptide. Finally, whereas the sera from uninfected chimpanzees do not 
contain antibodies to this polypeptide, the antibodies are induced in chimpanzees following acute NANBH 
infection. Moreover, antibodies to this polypeptide are not detected in chimps and humans infected with 
HAV and HBV. By these criteria the sequence is a cDNA to a viral sequence, wherein the virus causes or is 

40 associated with NANBH; this cDNA sequence is shown in Fig. 1. As discussed infra, the cDNA sequence in 
clone 5-1-1 differs from that of the other isolated cDNAs in that it contains 28 extra base pairs. 

A composite of other identified members of the cDNA family, which were isolated using as a probe a 
synthetic sequence equivalent to a fragment of the cDNA in clone 5-1-1, is shown in Fig. 3. A member of 
the cDNA family which was isolated using a synthetic sequence derived from the cDNA in clone 81 is 

45 shown in Fig. 5, and the composite of this sequence with that of clone 81 is shown in Fig. 6. Other 
members of the cDNA family, including those present in clones 12f, 14i, 11b, 7f, 7e, 8h, 33c, 40b, 37b, 35, 
36, 81, 32, 33b, 25c, 14c, 8f, 33f, 33g, 39c, 35f, 19g, 26g and 15e are described in Section IV.A. A 
composite of the cDNAs in these clones is described in Section IV.A. 19, and shown in Fig. 32. The 
composite cDNA shows that it contains one continuous ORF, and thus encodes a polyprotein. This data is 

so consistent with the suggestion, discussed infra., that HCV is a flavivirus or flavi-like virus. Clone k9-1 
overlaps the sequence of Fig. 32. A composite cDNA is shown in Fig. 47. 

The availability of this family of cDNAs shown in Figs. 1-47, inclusive, permits the construction of DNA 
probes and polypeptides useful in diagnosing NANBH due to HCV infection and in screening blood donors 
as well as donated blood and blood products for infection. For example, from the sequences it is possible to 

55 synthesize DNA oligomers of about 8-10 nucleotides, or larger, which are useful as hybridization probes to 
detect the presence of the viral genome in, for example, sera of subjects suspected of harboring the virus, 
or for screening donated blood for the presence of the virus. The family of cDNA sequences also allows the 
design and production of HCV specific polypeptides which are useful as diagnostic reagents for the 
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presence of antibodies raised during NANBH. Antibodies to purified polypeptides derived from the cDNAs 
may also be used to detect viral antigens in infected individuals and in blood. 

Knowledge of these cDNA sequences also enable the design and production of polypeptides which may 
be used as vaccines against HCV and also for the production of antibodies, which in turn may be used for 

5 protection against the disease, and/or for therapy of HCV infected individuals. 

Moreover, the family of cDNA sequences enables further characterization of the HCV genome. 
Polynucleotide probes derived from these sequences may be used to screen cDNA libraries for additional 
overlapping cDNA sequences, which, in turn, may be used to obtain more overlapping sequences. Unless 
the genome is segmented and the segments lack common sequences, this technique may be used to gain 

10 the sequence of the entire genome. However, if the genome is segmented, other segments of the genome 
can be obtained by repeating the Iambda-gt1 1 serological screening procedure used to isolate the cDNA 
clones described herein, or alternatively by isolating the genome from purified HCV particles. 

The family of cDNA sequences and the polypeptides derived from these sequences, as well as 
antibodies directed against these polypeptides are also useful in the isolation and identification of the BB- 

T5 NANBV agent(s). For example, antibodies directed against HCV epitopes contained in polypeptides derived 
from the cDNAs may be used in processes based upon affinity chromatography to isolate the virus. 
Alternatively, the antibodies may be used to identify viral particles isolated by other techniques. The viral 
antigens and the genomic material within the isolated viral particles may then be further characterized. 
The information obtained from further sequencing of the HCV genome(s), as well as from further 

20 characterization of the HCV antigens and characterization of the genome enables the design and synthesis 
of additional probes and polypeptides and antibodies which may be used for diagnosis, for prevention, and 
for therapy of HCV induced NANBH, and for screening for infected blood and blood-related products. 

The availability of probes for HCV, including antigens and antibodies, and polynucleotides derived from 
the genome from which the family of cDNAs is derived also allows for the development of tissue culture 

25 systems which will be of major use in elucidating the biology of HCV. This in turn, may lead to the 
development of new treatment regimens based upon antiviral compounds which preferentially inhibit the 
replication of, or infection by HCV. 

The method used to identify and isolate the etiologic agent for NANBH is novel, and it may be 
applicable to the identification and/or isolation of heretofore uncharacterized agents which contain a 

30 genome, and which are associated with a variety of diseases, including those induced by viruses, viroids, 
bacteria, fungi and parasites. In this method, a cDNA library was created from the nucleic acids present in 
infected tissue from an infected individual. The library was created in a vector which allowed the expression 
of polypeptides encoded in the cDNA. Clones of host cells containing the vector, which expressed an 
immunologically reactive fragment of a polypeptide of the etiologic agent, were selected by immunological 

35 screening of the expression products of the library with an antibody containing body component from 
another individual previously infected with the putative agent. The steps in the immunological screening 
technique included interacting the expression products of the cDNA containing vectors with the antibody 
containing body component of a second infected individual, and detecting the formation of antibody-antigen 
complexes between the expression product(s) and antibodies of the second infected individual. The isolated 

40 clones are screened further immunologically by interacting their expression products with the antibody 
containing body components of other individuals infected with the putative agent and with control individuals 
uninfected with the putative agent, and detecting the formation of antigen-antibody complexes with 
antibodies from the infected individuals; and the cDNA containing vectors which encode polypeptides which 
react immunologically with antibodies from infected individuals and individuals suspected of being infected 

45 with the agent, but not with control individuals are isolated. The infected individuals used for the 
construction of the cDNA library, and for the immunological screening need not be of the same species. 

The cDNAs isolated as a result of this method, and their expression products, and antibodies directed 
against the expression products, are useful in characterizing and/or capturing the etiologic agent. As 
described in more detail infra, this method has been used successfully to isolate a family of cDNAs derived 

so from the HCV genome. 

II A. Preparation of the cDNA Sequence 



Pooled serum from a chimpanzee with chronic HCV infection and containing a high titer of the virus. 
55 i.e., at least 10 6 chimp infectious doses/ml (CID/ml) was used to isolate viral particles; nucleic acids isolated 
from these particles was used as the template in the construction of a cDNA library to the viral genome. 
The procedures for isolation of putative HCV particles and for constructing the cDNA library in Iambda-gt1 1 
is discussed in Section IV.A.1. Lambda-gttl is a vector that has been developed specifically to express 
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inserted cDNAs as fusion polypeptides with beta-galactosidase and to screen targe numbers of recombinant 
phage with specific antisera raised against a defined antigen. The lambda-gt1 1 cDNA library generated from 
a cDNA pool containing cDNA of approximate mean size of 200 base pairs was screened for encoded 
epitopes that could bind specifically with sera derived from patients who had previously experienced NANB 

5 hepatitis. Huynh, T.V. et al. (1985). Approximately 10* phages were screened, and five positive phages were 
identified, purified, and then tested for specificity of binding to sera from different humans and chimpanzees 
previously infected with the HCV agent. One of the phages, 5-1-1, bound 5 of the 8 human sera tested. This 
binding appeared selective for sera derived from patients with prior NANB hepatitis infections since 7 
normal blood donor sera did not exhibit such binding. 

w The sequence of the cDNA in recombinant phage 5-1-1 was determined, and is shown in Rg. 1. The 
polypeptide encoded by this cloned cDNA, which is in the same translationai frame as the N-terminal beta- 
Galactosidase moiety of the fusion polypeptide is shown above the nucleotide sequence. This translationai 
ORF, therefore, encodes an epitope(s) specifically recognized by sera from patients with NANB hepatitis 
infections. 

75 The availability of the cDNA in recombinant phage 5-1-1 has allowed for the isolation of other clones 
containing additional segments and/or alternative segments of cDNA to the viral genome. The Iambda-gt1 1 
cDNA library described supra, was screened using a synthetic polynucleotide derived from the sequence of 
the cloned 5-1-1 cDNA. This screening yielded three other clones, which were identified as 81, 1-2 and 91; 
the cDNAs contained within these clones were sequenced. See Sections IV.A.3. and IV.A.4. The homologies 

20 between the four independent clones are shown in Rg. 2, where the homologies are indicated by the 
vertical lines. Sequences of nucleotides present uniquely in clones 5-1-1, 81, and 91 are indicated by small 
letters. 

The cloned cDNAs present in recombinant phages in clones 5-1-1, 81, 1-2, and 91 are highly 
homologous, and differ in only two regions. Rrst, nucleotide number 67 in clone 1-2 is a thymidine, whereas 
25 the other three clones contain a cytidine residue in this position. This substitution, however, does not alter 
the nature of the encoded amino acid. 

The second difference between the clones is that clone 5-1-1 contains 28 base pairs at its 5'-terminus 
which are not present in the other clones. The extra sequence may be a 5'-terminal cloning artifact; 5'- 
terminal cloning artifacts are commonly observed in the products of cONA methods. 
30 Synthetic sequences derived from the 5*-region and the 3*-region of the HCV cDNA in clone 81 were 
used to screen and isolate cDNAs from the Iambda-gt11 NANBV cDNA library, which overlapped clone 81 
cDNA (Section IV.A.5 ). The sequences of the resulting cDNAs, which are in clone 36 and clone 32, 
respectively, are shown in Rg. 5 and Rg. 7. 

Similarly, a synthetic polynucleotide based on the 5*-region of clone 36 was used to screen and isoiate 
35 cDNAs from the lambda gt-1 1 NANBV cDNA library which overlapped clone 36 cDNA (Section IV.A.8.). A 
purified clone of recombinant phage-containing cDNA which hybridized to the synthetic polynucleotide 
probe was named clone 35 and the NANBV cDNA sequence contained within this clone is shown in Rg. 8. 

By utilizing the technique of isolating overlapping cDNA sequences, clones containing additional 
upstream and downstream HCV cDNA sequences have been obtained. The isolation of these clones, is 
40 described infra in Section IV. A. 

Analysis of the nucleotide sequences of the HCV cDNAs encoded within the isolated clones show that 
the composite cDNA contains one long continuous ORF. Rg. 26 shows the sequence of the composite 
cDNA from these clones, along with the putative HCV polypeptide encoded therein. 

The description of the method to retrieve the cDNA sequences is mostly of historical interest. The 
45 resultant sequences (and their complements) are provided herein, and the sequences, or any portion 
thereof, could be prepared using synthetic methods, or by a combination of synthetic methods with retrieval 
of partial sequences using methods similar to those described herein. 

Lambda-gt11 strains replicated from the HCV cDNA library and from clones 5-1-1, 81, 1-2 and 91 have 
been deposited under the terms of the Budapest Treaty with the American Type Culture Collection (ATCC), 
so 12301 Parklawn Dr., Rockville, Maryland 20852, and have been assigned the following Accession Numbers. 
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Iambda-gt1 1 


ATCC No. 


Deposit Date 


HCV cDNA library 
clone 81 
clone 91 
clone 1-2 
clone 5-1-1 


40394 
40388 
40389 
40390 
40391 


1 Dec. 1987 
17 Nov. 1987 
17 Nov. 1987 

17 Nov. 1987 

18 Nov. 1987 



The designated deposits will be maintained for a period of thirty (30) years from the date of deposit, or 
for five (5) years after the last request for the deposit; or for the enforceable life of the U.S. patent, 
whichever is longer. These deposits and other deposited materials mentioned herein are intended for 
convenience only, and are not required to practice the present invention in view of the description here. The 
HCV cDNA sequences in all of the deposited materials are incorporated herein by reference. 

The description above, of "walking' 1 the genome by isolating overlapping cDNA sequences from the 
HCV lambda gt-1 1 library provides one method by which cDNAs corresponding to the entire HCV genome 
may be isolated. However, given the information provided herein, other methods for isolating these cDNAs 
are obvious to one of skill in the art. Some of these methods are described in Section IV. A., infra. 

II.B. Preparation of Viral Polypeptides and Fragments 

The availability of cDNA sequences, either those isolated by utilizing the cDNA sequences, in Figs. 1-32, 
as discussed infra, as well as the cDNA sequences in these figures, permits the construction of expression 
vectors encoding antigenically active regions of the polypeptide encoded in either strand. These antigeni- 
cally active regions may be derived from coat or envelope antigens or from core antigens, including, for 
example, polynucleotide binding proteins, polynucleotide polymerase^), and other viral proteins required for 
the replication and/or assembly of the virus particle. Fragments encoding the desired polypeptides are 
derived from the cDNA clones using conventional restriction digestion or by synthetic methods, and are 
ligated into vectors which may, for example, contain portions of fusion sequences such as beta-Galac- 
tosidase or superoxide dismutase (SOD), preferably SOD. Methods and vectors which are useful for the 
production of polypeptides which contain fusion sequences of SOD are described in European Patent Office 
Publication number 0196056, published October 1, 1986. Vectors encoding fusion polypeptides of SOD and 
HCV polypeptides, i.e., NANB5-1-1, NANBai, and C100-3, which is encoded in a composite of HCV 
cDNAs, are described in Sections IV.B.1 , IV. B. 2, and IV.B.4, respectively. Any desired portion of the HCV 
cDNA containing an open reading frame, in either sense strand, can be obtained as a recombinant 
polypeptide, such as a mature or fusion protein; alternatively, a polypeptide encoded in the cDNA can be 
provided by chemical synthesis. 

The DNA encoding the desired polypeptide, whether in fused or mature form, and whether or not 
containing a signal sequence to permit secretion, may be ligated into expression vectors suitable for any 
convenient host. Both eukaryotic and prokaryotic host systems are presently used in forming recombinant 
polypeptides, and a summary of some of the more common control systems and host cell lines is given in 
Section III. A., infra. The polypeptide is then isolated from lysed cells or from the culture medium and 
purified to the extent needed for its intended use. Purification may be by techniques known in the art, for 
example, salt fractionation, chromatography on ion exchange resins, affinity chromatography, centrifugation, 
and the like. See, for example, Methods in Enzymology for a variety of methods for purifying proteins. Such 
polypeptides can be used as diagnostics, or those which give rise to neutralizing antibodies may be 
formulated into vaccines. Antibodies raised against these polypeptides can also be used as diagnostics, or 
for passive immunotherapy. In addition, as discussed in Section II. J. herein below, antibodies to these 
polypeptides are useful for isolating and identifying HCV particles. 

The HCV antigens may also be isolated from HCV virions. The virions may be grown in HCV infected 
cells in tissue culture, or in an infected host. 

II.C. Preparation of Antigenic Polypeptides and Conjugation with Carrier 

An antigenic region of a polypeptide is generally relatively small-typically 8 to 10 amino acids or less in 
length. Fragments of as few as 5 amino acids may characterize an antigenic region. These segments may 
correspond to regions of HCV antigen. Accordingly, using the cDNAs of HCV as a basis, DNAs encoding 
short segments of HCV polypeptides can be expressed recombinantly either as fusion proteins, or as 
isolated polypeptides. In addition, short amino acid sequences can be conveniently obtained by chemical 
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synthesis. In instances wherein the synthesized polypeptide is correctly configured so as to provide the 
correct epitope, but is too small to be immunogenic, the polypeptide may be linked to a suitable carrier. 

A number of techniques for obtaining such linkage are known in the art, including the formation of 
disulfide linkages using N-succinimidyl-3-(2-pyridylthio)propionate (SPDP) and succinimidyl 4-(N-mal- 

5 eimidomethyl)cyclohexane-1-carboxylate (SMCC) obtained from Pierce Company, Rockford, Illinois, (if the 
peptide lacks a sulfhydryl group, this can be provided by addition of a cysteine residue.) These reagents 
create a disulfide linkage between themselves and peptide cysteine residues on one protein and an amide 
linkage through the epsilonamino on a lysine, or other free amino group in the other. A variety of such 
disulfide/amide-forming agents are known. See, for example, Immun. Rev. (1982) 62:185. Other bifunctional 

w coupling agents form a thioether rather than a disulfide linkage. Many of these thio^ether-forming agents are 
commercially available and include reactive esters of 6-maleimidocaproic acid, 2-bromoacetic acid, 2- 
iodoacetic acid, 4-(N-maleimidomethyl)cyclohexane-1-carboxylic acid, and the like. The carboxyl groups can 
be activated by combining them with succinimide or 1-hydroxyl-2-nitro-4-sulfonic acid, sodium salt. The 
foregoing list is not meant to be exhaustive, and modifications of the named compounds can clearly be 

15 used. 

Any carrier may be used which does not itself induce the production of antibodies harmful to the host. 
Suitable carriers are typically large, slowly metabolized macromolecules such as proteins; polysaccharides, 
such as latex functionalized sepharose, agarose, cellulose, cellulose beads and the like; polymeric amino 
acids, such as polyglutamic acid, polylysine, and the like; amino acid copolymers; and inactive virus 
20 particles, see, for example, section II. D. Especially useful protein substrates are serum albumins, keyhole 
limpet hemocyanin, immunoglobulin molecules, thyroglobulin, ovalbumin, tetanus toxoid, and other proteins 
well known to those skilled in the art. 

II.D. Preparation of Hybrid Particle Immunogens Containing HCV Epitopes 

25 

The immunogenicity of the epitopes of HCV may also be enhanced by preparing them in mammalian or 
yeast systems fused with or assembled with particle-forming proteins such as, for example, that associated 
with hepatitis B surface antigen. Constructs wherein the NANBV epitope is linked directly to the particle- 
forming protein coding sequences produce hybrids which are immunogenic with respect to the HCV 

30 epitope. In addition, all of the vectors prepared include epitopes specific to HBV, having various degrees of 
immunogenicity, such as, for example, the pre-S peptide. Thus, particles constructed from particle forming 
protein which include HCV sequences are immunogenic with respect to HCV and HBV. 

Hepatitis surface antigen (HBSAg) has been shown to be formed and assembled into particles in S. 
cerevisiae (Valenzuela et al. (1982)), as well as in, for example, mammalian cells (Valenzuela, P., et al 

35 (1984)). The formation of such particles has been shown to enhance the immunogenicity of the monomer 
subunit. The constructs may also include the immunodominant epitope of HBSAg, comprising the 55 amino 
acids of the presurface (pre-S) region. Neurath et al. (1984). Constructs of the pre-S-HBSAg particle 
expressible in yeast are disclosed in EPO 174,444, published March 19, 1986; hybrids including heterolo- 
gous viral sequences for yeast expression are disclosed in EPO 175,261, published March 26, 1966. Both 

40 applications are assigned to the herein assignee, and are incorporated herein by reference. These 
constructs may also be expressed in mammalian cells such as Chinese hamster ovary (CHO) cells using an 
SV40-dihydrofolate reductase vector (Michelle et al. (1984)). 

In addition, portions of the particle-forming protein coding sequence may be replaced with codons 
encoding an HCV epitope. In this replacement, regions which are not required to mediate the aggregation of 

45 the units to form immunogenic particles in yeast or mammals can be deleted, thus eliminating additional 
HBV antigenic sites from competition with the HCV epitope. 

II.E. Preparation of Vaccines 



so Vaccines may be prepared from one or more immunogenic polypeptides derived from HCV cDNA as 
well as from the cDNA sequences in the Figs. 1-32, or from the HCV genome to which they correspond. 
The observed homology between HCV and Flaviviruses provides information concerning the polypeptides 
which are likely to be most effective as vaccines, as well as the regions of the genome in which they are 
encoded. The general structure of the Flavivirus genome is discussed in Rice et al (1986). The flavivirus 

55 genomic RNA is believed to be the only virus-specific mRNA species, and it is translated into the three viral 
structural proteins, i.e., C, M, and E, as well as two large nonstructural proteins, NV4 and NV5, and a 
complex set of smaller nonstructural proteins. It is known that major neutralizing epitopes for Flaviviruses 
reside in the E (envelope) protein (Roehrig (1986)). The corresponding HCV E gene and polypeptide 
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encoding region can be predicted, based upon the homology to Flaviviruses. Thus, vaccines may be 
comprised of recombinant polypeptides containing epitopes of HCV E. These polypeptides may be 
expressed in bacteria, yeast, or mammalian cells, or alternatively may be isolated from viral preparations. It 
is also anticipated that the other structural proteins may also contain epitopes which give rise to protective 

5 anti-HCV antibodies. Thus, polypeptides containing the epitopes of E, C, and M may also be used, whether 
singly or in combination, in HCV vaccines. 

In addition to the above, it has been shown that immunization with NS1 (nonstructural protein 1 ), results 
in protection against yellow fever (Schlesinger et al (1986)). This is true even though the immunization does 
not give rise to neutralizing antibodies. Thus, particularly since this protein appears to be highly conserved 

io among Flaviviruses, it is likely that HCV NS1 will also be protective against HCV infection. Moreover, it also 
shows that nonstructural proteins may provide protection against viral pathogenicity, even if they do not 
cause the production of neutralizing antibodies. 

In view of the above, multivalent vaccines against HCV may be comprised of one or more structural 
proteins, and/or one or more nonstructural proteins. These vaccines may be comprised of, for example, 

T5 recombinant HCV polypeptides and/or polypeptides isolated from the virions. In addition, it may be possible 
to use inactivated HCV in vaccines; inactivation may be by the preparation of viral lysates, or by other 
means known in the art to cause inactivation of Flaviviruses, for example, treatment with organic solvents or 
detergents, or treatment with formalin. Moreover, vaccines may also be prepared from attenuated HCV 
strains. The preparation of attenuated HCV strains is described infra. 

20 It is known that some of the proteins in Flaviviruses contain highly conserved regions, thus, some 
immunological cross-reactivity is expected between HCV and other Flaviviruses. It is possible that shared 
epitopes between the Flaviviruses and HCV will give rise to protective antibodies against one or more of the 
disorders caused by these pathogenic agents. Thus, it may be possible to design multipurpose vaccines 
based upon this knowledge. 

25 The preparation of vaccines which contain an immunogenic polypeptide(s) as active ingredients, is 
known to one skilled in the art. Typically, such vaccines are prepared as injectables, either as liquid 
solutions or suspensions; solid forms suitable for solution in, or suspension in, liquid prior to injection may 
also be prepared. The preparation may also be emulsified, or the protein encapsulated in liposomes. The 
active immunogenic ingredients are often mixed with excipients which are pharmaceutical^ acceptable and 

30 compatible with the active ingredient. Suitable excipients are, for example, water, saline, dextrose, glycerol, 
ethanol, or the like and combinations thereof. In addition, if desired, the vaccine may contain minor amounts 
of auxiliary substances such as wetting or emulsifying agents, pH buffering agents, and/or adjuvants which 
enhance the effectiveness of the vaccine. Examples of adjuvants which may be effective include but are not 
limited to: aluminum hydroxide, N-acetyl-muramyl-L-threonyl-D-isoglutamine (thr-MDP), N-acetyl-nor- 

35 muramyl-L-alanyl-D-isoglutamine (CGP 11637, referred to as nor-MDP), N-acetylmuramyl-L-alanyl-D-isoglut 
aminyl-L-alanine-2-(1 '-^-dipalmitoyl-snglycero-a-hydroxyphosphoryloxyj-ethylamine (CGP 1 9835A, referred 
to as MTP-PE), and RIBI, which contains three components extracted from bacteria, monophosphoryl lipid 
A, trehalose dimycolate and cell wall skeleton (MPL + TDM + CWS) in a 2% squalene/Tween 80 emulsion. 
The effectiveness of an adjuvant may be determined by measuring the amount of antibodies directed 

40 against an immunogenic polypeptide containing an HCV antigenic sequence resulting from administration of 
this polypeptide in vaccines which are also comprised of the various adjuvants. 

The vaccines are conventionally administered parenterally, by injection, for example, either sub- 
cutaneously or intramuscularly. Additional formulations which are suitable for other modes of administration 
include suppositories and, in some cases, oral formulations. For suppositories, traditional binders and 

45 carriers may include, for example, polyalkylene glycols or triglycerides; such suppositories may be formed 
from mixtures containing the active ingredient in the range of 0.5% to 10%, preferably 1%-2%. Oral 
formulations include such normally employed excipients as, for example, pharmaceutical grades of man- 
nitol, lactose, starch, magnesium stearate, sodium saccharine, cellulose, magnesium carbonate, and the like. 
These compositions take the form of solutions, suspensions, tablets, pills, capsules, sustained release 

50 formulations or powders and contain 10%-95% of active ingredient, preferably 25%-70%. 

The proteins may be formulated into the vaccine as neutral or salt forms. Pharmaceutical^ acceptable 
salts include the acid addition salts (formed with free amino groups of the peptide) and which are formed 
with inorganic acids such as, for example, hydrochloric or phosphoric acids, or such organic acids such as 
acetic, oxalic, tartaric, maleic, and the like. Salts formed with the free carboxyl groups may also be derived 

55 from inorganic bases such as, for example, sodium, potassium, ammonium, calcium, or ferric hydroxides, 
and such organic bases as isopropylamine, trimethylamine, 2-ethylamino ethanol, histidine, procaine, and 
the like. 
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II. F. Dosage and Administration of Vaccines 

The vaccines are administered in a manner compatible with the dosage formulation, and in such amount 
as will be prophylacticalty and/or therapeutically effective. The quantity to be administered, which is 

5 generally in the range of 5 micrograms to 250 micrograms of antigen per dose, depends on the subject to 
be treated, capacity of the subject's immune system to synthesize antibodies, and the degree of protection 
desired. Precise amounts of active ingredient required to be administered may depend on the judgment of 
the practitioner and may be peculiar to each subject. 

The vaccine may be given in a single dose schedule, or preferably in a multiple dose schedule. A 

10 multiple dose schedule is one in which a primary course of vaccination may be with 1-10 separate doses, 
followed by other doses given at subsequent time intervals required to maintain and or reenforce the 
immune response, for example, at 1-4 months for a second dose, and if needed, a subsequent dose(s) after 
several months. The dosage regimen will also, at least in part, be determined by the need of the individual 
and be dependent upon the judgment of the practitioner. 

75 In addition, the vaccine containing the immunogenic HCV antigen(s) may be administered in conjunction 
with other immunoregulatory agents, for example, immune globulins. 

II. G. Preparation of Antibodies Against HCV Epitopes 

20 The immunogenic polypeptides prepared as described above are used to produce antibodies, both 
polyclonal and monoclonal. If polyclonal antibodies are desired, a selected mammal (e.g., mouse, rabbit, 
goat, horse, etc.) is immunized with an immunogenic polypeptide bearing an HCV epitope(s). Serum from 
the immunized animal is collected and treated according to known procedures. If serum containing 
polyclonal antibodies to an HCV epitope contains antibodies to other antigens, the polyclonal antibodies can 

25 be purified by immunoaffinity chromatography. Techniques for producing and processing polyclonal antisera 
are known in the art, see for example, Mayer and Walker (1987). 

Alternatively, polyclonal antibodies may be isolated from a mammal which has been previously infected 
with HCV. An example of a method for purifying antibodies to HCV epitopes from serum from an infected 
individual, based upon affinity chromatography and utilizing a fusion polypeptide of SOD and a polypeptide 

30 encoded within cDNA clone 5-1-1, is presented in Section V.E. 

Monoclonal antibodies directed against HCV epitopes can also be readily produced by one skilled in the 
art. The general methodology for making monoclonal antibodies by hybridomas is well known. Immortal 
antibody-producing cell lines can be created by cell fusion, and also by other techniques such as direct 
transformation of B lymphocytes with oncogenic DNA, or transfection with Epstein-Barr virus. See, e.g., M. 

35 Schreier et al. (1980); Hammerling et al. (1981); Kennett et al. (1980); see also, U.S. Patent Nos. 4,341,761; 
4,399,121; 4,427,783; 4,444,887; 4,466,917; 4,472,500; 4,491.632; ahd~4T493,890. Panels of monoclonal 
antibodies produced against HCV epitopes can be screened for various properties; i.e., for isotype, epitope 
affinity, etc. 

Antibodies, both monoclonal and polyclonal, which are directed against HCV epitopes are particularly 
40 useful in diagnosis, and those which are neutralizing are useful in passive immunotherapy. Monoclonal 
antibodies, in particular, may be used to raise anti-idiotype antibodies. 

Anti-idiotype antibodies are immunoglobulins which carry an "internal image" of the antigen of the 
infectious agent against which protection is desired. See, for example, Ni son off, A., et al. (1981) and 
Dreesman et al. (1985). 

45 Techniques for raising anti-idiotype antibodies are known in the art. See, for example, Grzych (1985), 
MacNamara et al. (1984), and Uytdehaag et al. (1985). These anti-idiotype antibodies may also be useful for 
treatment of NANBH, as well as for an elucidation of the immunogenic regions of HCV antigens. 

II. H. Diagnostic Oligonucleotide Probes and Kits 



Using the disclosed portions of the isolated HCV cDNAs as a basis, including those in Figs. 1-32, 
oligomers of approximately 8 nucleotides or more can be prepared, either by excision or synthetically, 
which hybridize with the HCV genome and are useful in identification of the viral agent(s), further 
characterization of the viral genome(s), as well as in detection of the virus(es) in diseased individuals. The 
55 probes for HCV polynucleotides (natural or derived) are a length which allows the detection of unique viral 
sequences by hybridization. While 6-8 nucleotides may be a workable length, sequences of 10-12 
nucleotides are preferred, and about 20 nucleotides appears optimal. Preferably, these sequences will 
derive from regions which lack heterogeneity. These probes can be prepared using routine methods, 
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including automated oligonucleotide synthetic methods. Among useful probes, for example, are the clone 5- 
1-1 and the additional clones disclosed herein, as well as the various oligomers useful in probing cDNA 
libraries, set forth below. A complement to any unique portion of the HCV genome will be satisfactory. For 
use as probes, complete complementarity is desirable, though it may be unnecessary as the length of the 
5 fragment is increased. 

For use of such probes as diagnostics, the biological sample to be analyzed, such as blood or serum, is 
treated, if desired, to extract the nucleic acids contained therein. The resulting nucleic acid from the sample 
may be subjected to gel electrophoresis or other size separation techniques; alternatively, the nucleic acid 
sample may be dot blotted without size separation. The probes are then labeled. Suitable labels, and 
w methods for labeling probes are known in the art, and include, for example, radioactive labels incorporated 
by nick translation or kinasing, biotin, fluorescent probes, and chemiluminescent probes. The nucleic acids 
extracted from the sample are then treated with the labeled probe under hybridization conditions of suitable 
stringencies. 

The probes can be made completely complementary to the HCV genome. Therefore, usually high 

is stringency conditions are desirable in order to prevent false positives. However, conditions of high 
stringency should only be used if the probes are complementary to regions of the viral genome which lack 
heterogeneity. The stringency of hybridization is determined by a number of factors during hybridization 
and during the washing procedure, including temperature, ionic strength, length of time, and concentration 
of formamide. These factors are outlined in, for example, Maniatis, T. (1982). 

20 Generally, it is expected that the HCV genome sequences will be present in serum of infected 
individuals at relatively low levels, i.e., at approximately lO^-IO 3 sequences per ml. This level may require 
that amplification techniques be used in hybridization assays. Such techniques are known in the art. For 
example, the Enzo Biochemical Corporation "Bio-Bridge" system uses terminal deoxynucleotide transferase 
to add unmodified S'-poly-dT-tails to a DNA probe. The poly dT-tailed probe is hybridized to the target 

25 nucleotide sequence, and then to a biotin-modified poly-A. PCT application 84/03520 and EPA1 24221 
describe a DNA hybridization assay in which: (1) analyte is annealed to a single-stranded DNA probe that is 
complementary to an enzyme-labeled oligonucleotide; and (2) the resulting tailed duplex is hybridized to an 
enzyme-labeled oligonucleotide. EPA 204510 describes a DNA hybridization assay in which analyte DNA is 
contacted with a probe that has a tail, such as a poly-dT tail, an amplifier strand that has a sequence that 

30 hybridizes to the tail of the probe, such as a poly-A sequence, and which is capable of binding a plurality of 
labeled strands. A particularly desirable technique may first involve amplification of the target HCV 
sequences in sera approximately 10,000 fold, i.e., to approximately 10 6 sequences/ml. This may be 
accomplished, for example, by the technique of Saiki et al. (1986). The amplified sequence(s) may then be 
detected using a hybridization assay. A suitable solution phase sandwich assay which may be used with 

35 labeled polynucleotide probes, and the methods for the preparation of probes is described in EPO 225,807, 
published June 16, 1987, which is assigned to the herein assignee, and which is hereby incorporated herein 
by reference. 

The probes can be packaged into diagnostic kits. Diagnostic kits include the probe DNA, which may be 
labeled; alternatively, the probe DNA may be unlabeled and the ingredients for labeling may be included in 
40 the kit. The kit may also contain other suitably packaged reagents and materials needed for the particular 
hybridization protocol, for example, standards, as well as instructions for conducting the test. 

II. I. Immunoassay and Diagnostic Kits 

45 Both the polypeptides which react immunologically with serum containing HCV antibodies, for example, 
those derived from or encoded within the clones described in Section IV A, and composites thereof, (see 
section IV.A.) and the antibodies raised against the HCV specific epitopes in these polypeptides, see for 
example Section IV.E, are useful in immunoassays to detect presence of HCV antibodies, or the presence 
of the virus and/or viral antigens, in biological samples, including for example, blood or serum samples. 

so Design of the immunoassays is subject to a great deal of variation, and a variety of these are known in the 
art. For example, the immunoassay may utilize one viral antigen, for example, a polypeptide derived from 
any of the clones containing HCV cDNA described in Section IV.A., or from the composite cDNAs derived 
from the cDNAs in these clones, or from the HCV genome from which the cDNA in these clones is derived; 
alternatively, the immunoassay may use a combination of viral antigens derived from these sources. It may 

55 use, for example, a monoclonal antibody directed towards a viral epitope(s), a combination of monoclonal 
antibodies directed towards one viral antigen, monoclonal antibodies directed towards different viral 
antigens, polyclonal antibodies directed towards the same viral antigen, or polyclonal antibodies directed 
towards different viral antigens. Protocols may be based, for example, upon competition, or direct reaction, 
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or sandwich type assays. Protocols may also, for example, use solid supports, or may be by im- 
munoprecipitation. Most assays involve the use of labeled antibody or polypeptide; the labels may be, for 
example, fluorescent, chemi luminescent, radioactive, or dye molecules. Assays which amplify the signals 
from the probe are also known; examples of which are assays which utilize biotin and avidin, and enzyme- 

5 labeled and mediated immunoassays, such as ELISA assays. 

The Ravivirus model for HCV allows predictions regarding the likely location of diagnostic epitopes for 
the virion structural proteins. The C, pre-M, M, and E domains are all likely to contain epitopes of significant 
potential for detecting viral antigens, and particularly for diagnosis. Similarly, domains of the nonstructural 
proteins are expected to contain important diagnostic epitopes (e.g., NS5 encoding a putative polymerase; 

10 and NS1 encoding a putative complement-binding antigen). Recombinant polypeptides, or viral polypep- 
tides, which include epitopes from these specific domains may be useful for the detection of viral antibodies 
in infections blood donors and infected patients. 

In addition, antibodies directed against the E and/or M proteins can be used in immunoassays for the 
detection of viral antigens in patients with HCV caused NANBH, and in infectious blood donors. Moreover, 

75 these antibodies will be extremely useful in detecting acute-phase donors and patients. 

Kits suitable for immunodiagnosis and containing the appropriate labeled reagents are constructed by 
packaging the appropriate materials, including the polypeptides of the invention containing HCV epitopes or 
antibodies directed against HCV epitopes in suitable containers, along with the remaining reagents and 
materials required for the conduct of the assay, as well as a suitable set of assay instructions. 

20 

II.J. Further Characterization of the HCV Genome, Virions, and Viral Antigens Using Probes Derived From 
cDNA to the Viral Genome 



The HCV cDNA sequence information in the clones described in Section IV.A., as shown in Figs. 1-32, 

25 inclusive, may be used to gain further information on the sequence of the HCV genome, and for 
identification and isolation of the HCV agent, and thus will aid in its characterization including the nature of 
the genome, the structure of the viral particle, and the nature of the antigens of which it is composed. This 
information, in turn, can lead to additional polynucleotide probes, polypeptides derived from the HCV 
genome, and antibodies directed against HCV epitopes which would be useful for the diagnosis and/or 

30 treatment of HCV caused NANBH. 

The cDNA sequence information in the above-mentioned clones is useful for the design of probes for 
the isolation of additional cDNA sequences which are derived from as yet undefined regions of the HCV 
genome(s) from which the cDNAs in clones described in Section IV.A. are derived. For example, labeled 
probes containing a sequence of approximately 8 or more nucleotides, and preferably 20 or more 

35 nucleotides, which are derived from regions close to the 5'-termini or 3*-termini of the family of HCV cDNA 
sequences shown in Figs. 1, 3, 6, 9, 14 and 32 may be used to isolate overlapping cDNA sequences from 
HCV cDNA libraries. These sequences which overlap the cDNAs in the above-mentioned clones, but which 
also contain sequences derived from regions of the genome from which the cDNA in the above mentioned 
clones are not derived, may then be used to synthesize probes for identification of other overlapping 

40 fragments which do not necessarily overlap the cDNAs in the clones described in Section IV.A. Unless the 
HCV genome is segmented and the segments lack common sequences, it is possible to sequence the 
entire viral genome(s) utilizing the technique of isolation of overlapping cDNAs derived from the viral 
genome(s). Although it is unlikely, if the genome is a segmented genome which lacks common sequences, 
the sequence of the genome can be determined by serologically screening Iambda-gt11 HCV cDNA 

45 libraries, as used to isolate clone 5-1-1, sequencing cDNA isolates, and using the isolated cDNAs to isolate 
overlapping fragments, using the technique described for the isolation and sequencing of the clones 
described in Section IV.A. Alternatively, characterization of the genomic segments could be from the viral 
genome(s) isolated from purified HCV particles. Methods for purifying HCV particles and for detecting them 
during the purification procedure are described herein, infra. Procedures for isolating polynucleotide 

so genomes from viral particles are known in the art, and one procedure which may be used is shown in 
Example IV.A.1. The isolated genomic segments could then be cloned and sequenced. Thus, with the 
information provided herein, it is possible to clone and sequence the HCV genome(s) irrespective of their 
nature. 

Methods for constructing cDNA libraries are known in the art, and are discussed supra and infra; a 
55 method for the construction of HCV cDNA libraries in Iambda-gt11 is discussed infra in Section IV.A. 
However, cDNA libraries which are useful for screening with nucleic acid probes may also be constructed in 
other vectors known in the art, for example, Iambda-gt10 (Huynh et al. (1985)). The HCV derived cDNA 
detected by the probes derived from the cDNAs in Figs. 1-32, and from the probes synthesized from 
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polynucleotides derived from these cDNAs, may be isolated from the clone by digestion of the isolated 
polynucleotide with the appropriate restriction enzyme(s), and sequenced. See, for example, Section IV.A.3. 
and IVA4. for the techniques used for the isolation and sequencing of HCV cDNA which overlaps HCV 
cDNA in clone 5-1-1. Sections IV.A.5-IVA7 for the isolation and sequencing of HCV cDNA which overlaps 

5 that in clone 81, and Section IV.A.8 and IV.A.9 for the isolation and sequencing of a clone which overlaps 
another clone (clone 36), which overlaps clone 81 . 

The sequence information derived from these overlapping HCV cDNAs is useful for determining areas 
of homology and heterogeneity within the viral genome(s), which could indicate the presence of different 
strains of the genome, and/or of populations of defective particles. It is also useful for the design of 

io hybridization probes to detect HCV or HCV antigens or HCV nucleic acids in biological samples, and during 
the isolation of HCV (discussed infra), utilizing the techniques described in Section II. G. Moreover, the 
overlapping cDNAs may be used to create expression vectors for polypeptides derived from the HCV 
genome(s) which also encode the polypeptides encoded in clones 5-1-1, 36, 81, 91, and 1-2, and in the 
other clones described in Section IV.A. The techniques for the creation of these polypeptides containing 

75 HCV epitopes, and for antibodies directed against HCV epitopes contained within them, as well as their 
uses, are analogous to those described for polypeptides derived from NANBV cDNA sequences contained 
within clones 5-1-1, 32, 35. 36, 1-2, 81, and 91, discussed supra and infra. 

Encoded within the family of cDNA sequences contained within clones 5-1-1, 32, 35, 36, 81, 91, 1-2, 
and the other clones described in Section IV A are antigen(s) containing epitopes which appear to be 

20 unique to HCV; i.e., antibodies directed against these antigens are absent from individuals infected with 
HAV or HBV, and from individuals not infected with HCV (see the serological data presented in Section 
IV.B.). Moreover, a comparison of the sequence information of these cDNAs with the sequences of HAV, 
HBV, HDV, and with the genomic sequences in Genebank indicates that minimal homology exists between 
these cDNAs and the polynucleotide sequences of those sources. Thus, antibodies directed against the 

25 antigens encoded within the cDNAs of these clones may be used to identify BB-NANBV particles isolated 
from infected individuals. In addition, they are also useful for the isolation of NANBH agent(s). 

HCV particles may be isolated from the sera from BB-NANBV infected individuals or from cell cultures 
by any of the methods known in the art, including for example, techniques based on size discrimination 
such as sedimentation or exclusion methods, or techniques based on density such as ultracentrifugation in 

30 density gradients, or precipitation with agents such as polyethylene glycol, or chromatography on a variety 
of materials such as anionic or cationic exchange materials, and materials which bind due to hydrophobicity, 
as well as affinity columns. During the isolation procedure the presence of HCV may be detected by 
hybridization analysis of the extracted genome, using probes derived from the HCV cDNAs described 
supra, or by immunoassay (see Section 1 1. 1.) utilizing as probes antibodies directed against HCV antigens 

35 encoded within the family of cDNA sequences shown in Figs. 1-32, and also directed against HCV antigens 
encoded within the overlapping HCV cDNA sequences discussed supra. The antibodies may be mon- 
oclonal, or polyclonal, and it may be desirable to purify the antibodies before their use in the immunoassay. 
A purification procedure for polyclonal antibodies directed against antigen(s) encoded within clone 5-1-1 is 
described in Section IV. E; analogous purification procedures may be utilized for antibodies directed against 

40 other HCV antigens. 

Antibodies directed against HCV antigens encoded within the family of cDNAs shown in Figs. 1-32, as 
well as those encoded within overlapping HCV cDNAs, which are affixed to solid supports are useful for the 
isolation of HCV by immunoaffinity chromatography. Techniques for immunoaffinity chromatography are 
known in the art, including techniques for affixing antibodies to solid supports so that they retain their 

45 immunoselective activity; the techniques may be those in which the antibodies are adsorbed to the support 
(see, for example, Kurstak in ENZYME IMMUNODIAGNOSIS, page 31-37), as well as those in which the 
antibodies are covalently linked to the support. Generally, the techniques are similar to those used for 
covalent linking of antigens to a solid support, which are generally described in Section II. C; however, 
spacer groups may be included in the Afunctional coupling agents so that the antigen binding site of the 

50 antibody remains accessible. 

During the purification procedure the presence of HCV may be detected and/or verified by nucleic acid 
hybridization, utilizing as probes polynucleotides derived from the family of HCV cDNA sequences shown in 
Figs. 1-32, as well as from overlapping HCV cDNA sequences, described supra. In this case, the fractions 
are treated under conditions which would cause the disruption of viral particles, for example, with detergents 

55 in the presence of chelating agents, and the presence of viral nucleic acid determined by hybridization 
techniques described in Section II.H. Further confirmation that the isolated particles are the agents which 
induce HCV may be obtained by infecting chimpanzees with the isolated virus particles, followed by a 
determination of whether the symptoms of NANBH result from the infection. 
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Viral particles from the purified preparations may then be further characterized. The genomic nucleic 
acid has been purified. Based upon its sensitivity to RNase, and not DNase I, it appears that the virus is 
composed of an RNA genome. See Example IV.C.2., infra. The strandedness and circularity or non- 
circularity can determined by techniques known in the art, including, for example, its visualization by 

5 electron microscopy, its migration in density gradients, and its sedimentation characteristics. Based upon 
the hybridization of the captured HCV genome to the negative strands of HCV cDNAs, it appears that HCV 
may be comprised of a positive stranded RNA genome (see Section IV.H.1). Techniques such as these are 
described in, for example, METHODS IN ENZYMOLOGY. In addition, the purified nucleic acid can be 
cloned and sequenced by known techniques, including reverse transcription since the genomic material is 

10 RNA. See, for example, Maniatis (1982), and Glover (1985). Utilizing the nucleic acid derived from the viral 
particles, it is possible to sequence the entire genome, whether or not it is segmented. 

Examination of the homology of the polypeptide encoded within the continuous ORF of combined 
clones 14i through 39c (see Fig. 26), shows that the HCV polypeptide contains regions of homology with the 
corresponding proteins in conserved regions of flaviviruses. An example of this is described in Section 

75 IV. H. 3. This finding has many important ramifications. First, this evidence, in conjunction with the results 
which show that HCV contains a positive-stranded genome, the size of which is approximately 10,000 
nucleotides, is consistent with the suggestion that HCV is a flavivirus, or flavi-like virus. Generally, flavivirus 
virions and their genomes have a relatively consistent structure and organization, which are known. See 
Rice et al. (1986), and Brinton, M.A. (1988). Thus, the structural genes encoding the polypeptides C, pre- 

20 M/M, and E may be located in the S'-terminus of the genome upstream of clone 14i. Moreover, using the 
comparison with other flaviviruses, predictions as to the precise location of the sequences encoding these 
proteins can be made. 

Isolation of the sequences upstream of those in clone 14i may be accomplished in a number of ways 
which, given the information herein, would be obvious to one of skill in the art. For example, the genome 

25 "walking" technique, may be used to isolate other sequences which are 5' to those in clone 14i, but which 
overlap that clone; this in turn leads to the isolation of additional sequences. This technique has been amply 
demonstrated infra, in Section IV.A.. For example, also, it is known that the flaviviruses have conserved 
epitopes and regions of conserved nucleic acid sequences. Polynucleotides containing the conserved 
sequences may be used as probes which bind the HCV genome, thus allowing its isolation. In addition, 

30 these conserved sequences, in conjunction with those derived from the HCV cDNAs shown in Fig. 22, may 
be used to design primers for use in systems which amplify the genome sequences upstream of those in 
clone 14i, using polymerase chain reaction technology. An example of this is described infra. 

The structure of the HCV may also be determined and its components isolated. The morphology and 
size may be determined by, for example, electron microscopy. The identification and localization of specific 

35 viral polypeptide antigens such as coat or envelope antigens, or internal antigens, such as nucleic acid 
binding proteins, core antigens, and polynucleotide polymerase(s) may also be determined by, for example, 
determining whether the antigens are present as major or minor viral components, as well as by utilizing 
antibodies directed against the specific antigens encoded within isolated cDNAs as probes. This information 
is useful in the design of vaccines; for example, it may be preferable to include an exterior antigen in a 

40 vaccine preparation. Multivalent vaccines may be comprised of, for example, a polypeptide derived from the 
genome encoding a structural protein, for example, E, as well as a polypeptide from another portion of the 
genome, for example, a nonstructural or structural polypeptide. 

ILK. Cell Culture Systems and Animal Model Systems for HCV Replication 

45 

The suggestion that HCV is a flavivirus or flavi-like virus also provides information on methods for 
growing HCV. The term "flavi-like" means that the virus shows a significant amount of homology to the 
known conserved regions of flaviviruses and that the majority of the genome is a single ORF. Methods for 
culturing flaviviruses are known to those of skill in the art (See, for example, the reviews by Brinton (1986) 

so and Stollar, V. (1980)). Generally, suitable cells or cell lines for culturing HCV may include those known to 
support Flavivirus replication, for example, the following: monkey kidney cell lines (e.g. MK2, VERO); 
porcine kidney cell lines (e.g. PS); baby hamster kidney cell lines (e.g. BHK); murine macrophage cell lines 
(e.g., P388D1, MK1, Mm1); human macrophage cell lines (e.g., U-937); human peripheral blood leukocytes; 
human adherent monocytes; hepatocytes or hepatocyte cell lines (e.g., HUH7 , HEPG2); embryos or 

55 embryonic cells (e.g., chick embryo fibroblasts); or cell lines derived from invertebrates, preferably from 
insects (e.g. drosophila cell lines), or more preferably from arthropods, for example, mosquito cell lines 
(e.g., A. Albopictus, Aedes aegypti, Cutex tritaeniorhynchus) or tick cell lines (e.g. RML-14 Dermacentor 
parumapertus). 
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tt is possible that primary hepatocytes can be cultured, and then infected with HCV; or alternatively, the 
hepatocyte cultures could be derived from the livers of infected individuals (e.g., humans or chimpanzees). 
The latter case is an example of a cell which is infected in vivo being passaged in vitro. In addition, various 
immortalization methods can be used to obtain celMines derived from hepatocyte cultures. For example, 

5 primary liver cultures (before and after enrichment of the hepatocyte population) may be fused to a variety 
of cells to maintain stability. For example, also, cultures may be infected with transforming viruses, or 
transfected with transforming genes in order to create permanent or semipermanent cell lines. In addition, 
for example, cells in liver cultures may be fused to established cell lines (e.g., HepG2 ). Methods for cell 
fusion are known in the art, and include, for example, the use of fusion agents such as polyethylene glycol, 

10 Sendai Virus, and Epstein- Barr virus. 

As discussed above, HCV is a Flavivirus or Flavi-like virus. Therefore, it is probable that HCV infection 
of cell lines may be accomplished by techniques known in the art for infecting cells with Flaviviruses. These 
include, for example, incubating the cells with viral preparations under conditions which allow viral entry into 
the cell. In addition, it may be possible to obtain viral production by transfecting the cells with isolated viral 

r5 polynucleotides. It is known that Togavirus and Flavivirus RNAs are infectious in a variety of vertebrate cell 
lines {Pfefferkorn and Shapiro (1974)), and in a mosquito cell line (Peleg (1969)). Methods for transfecting 
tissue culture cells with RNA duplexes, positive stranded RNAs, and DNAs (including cDNAs) are known in 
the art, and include, for example, techniques which use electroporation, and precipitation with DEAE-Dextran 
or calcium phosphate. An abundant source of HCV RNA can be obtained by performing in vitro transcription 

20 of an HCV cDNA corresponding to the complete genome. Transfection with this mateTial, or with cloned 
HCV cDNA should result in viral replication and the in vitro propagation of the virus. 

In addition to cultured cells, animal model systems may be used for viral replication; animal systems in 
which flaviviruses are known to those of skill in the art (See, for example, the review by Monath (1986)). 
Thus, HCV replication may occur not only in chimpanzees, but also in, for example, marmosets and 

25 suckling mice. 

ILL. Screening for Anti-Viral Agents for HCV 



The availability of cell culture and animal model systems for HCV also makes possible screening for 

30 anti-viral agents which inhibit HCV replication, and particularly for those agents which preferentially allow 
cell growth and multiplication while inhibiting viral replication. These screening methods are known by those 
of skill in the art. Generally, the anti-viral agents are tested at a variety of concentrations, for their effect on 
preventing viral replication in cell culture systems which support viral replication, and then for an inhibition 
of infectivity or of viral pathogenicity (and a low level of toxicity) in an animal model system. 

35 The methods and compositions provided herein for detecting HCV antigens and HCV polynucleotides 
are useful for screening of anti-viral agents in that they provide an alternative, and perhaps more sensitive 
means, for detecting the agent's effect on viral replication than the cell plaque assay or ID50 assay. For 
example, the HCV-polynucleotide probes described herein may be used to quantitate the amount of viral 
nucleic acid produced in a cell culture. This could be accomplished, for example, by hybridization or 

40 competition hybridization of the infected cell nucleic acids with a labeled HCV-polynucleotide probe. For 
example, also, anti-HCV antibodies may be used to identify and quantitate HCV antigen(s) in the cell culture 
utilizing the immunoassays described herein. In addition, since it may be desirable to quantitate HCV 
antigens in the infected cell culture by a competition assay, the polypeptides encoded within the HCV 
cDNAs described herein are useful in these competition assays. Generally, a recombinant HCV polypeptide 

45 derived from the HCV cDNA would be labeled, and the inhibition of binding of this labeled polypeptide to an 
HCV polypeptide due to the antigen produced in the cell culture system would be monitored. Moreover, 
these techniques are particularly useful in cases where the HCV may be able to replicate in a cell line 
without causing cell death. 

50 II.M. Preparation of Attenuated Strains of HCV 

In addition to the above, utilizing the tissue culture systems and/or animal model systems, it may be 
possible to isolate attenuated strains of HCV. These strains would be suitable for vaccines, or for the 
isolation of viral antigens. Attenuated strains are isolatable after multiple passages in cell culture and/or an 
55 animal model. Detection of an attenuated strain in an infected cell or individual is achievable by techniques 
known in the art, and could include, for example, the use of antibodies to one or more epitopes encoded in 
HCV as a probe or the use of a polynucleotide containing an HCV sequence of at least about 8 nucleotides 
as a probe. Alternatively, or in addition, an attenuated strain may be constructed utilizing the genomic 
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information of HCV provided herein, and utilizing recombinant techniques. Generally, one would attempt to 
delete a region of the genome encoding, for example, a polypeptide related to pathogenicity, but which 
allows viral replication. In addition, the genome construction would allow the expression of an epitope which 
gives rise to neutralizing antibodies for HCV. The altered genome could then be utilized to transform cells 
5 which allow HCV replication, and the cells grown under conditions to allow viral replication. Attenuated HCV 
strains are useful not only for vaccine purposes, but also as sources for the commercial production of viral 
antigens, since the processing of these viruses would require less stringent protection measures for the 
employees involved in viral production and/or the production of viral products. 

w 111. General Methods 

The general techniques used in extracting the genome from a virus, preparing and probing a cDNA 
library, sequencing clones, constructing expression vectors, transforming cells, performing immunological 
assays such as radioimmunoassays and ELISA assays, for growing cells in culture, and the like are known 
75 in the art and laboratory manuals are available describing these techniques. However, as a general guide, 
the following sets forth some sources currently available for such procedures, and for materials useful in 
carrying them out. 

Ill A. Hosts and Expression Control Sequences 

20 

Both prokaryotic and eukaryotic host cells may be used for expression of desired coding sequences 
when appropriate control sequences which are compatible with the designated host are used. Among 
prokaryotic hosts, E. coli is most frequently used. Expression control sequences for prokaryotes include 
promoters, optionally containing operator portions, and ribosome binding sites. Transfer vectors compatible 

25 with prokaryotic hosts are commonly derived from, for example, pBR322, a plasm id containing operons 
conferring ampicillin and tetracycline resistance, and the various pUC vectors, which also contain sequences 
conferring antibiotic resistance markers. These markers may be used to obtain successful transformants by 
selection. Commonly used prokaryotic control sequences include the Beta-lactamase (penicillinase) and 
lactose promoter systems (Chang et al. (1977)), the tryptophan (trp) promoter system (Goeddel et al. 

30 (1980)) and the lambda-derived P L promoter and N gene ribosome binding site (Shimatake et al. (1981)) 
and the hybrid tac promoter (De Boer et al. (1983)) derived from sequences of the trp and lac UV5 
promoters. The foregoing systems are particularly compatible with E. coli; if desired, other prokaryotic hosts 
such as strains of Bacillus or Pseudomonas may be used, with corresponding control sequences. 

Eukaryotic hosts include yeast and mammalian cells in culture systems. Saccharomyces cerevisiae and 

35 Saccharomyces carlsbergensis are the most commonly used yeast hosts, and are convenient fungal hosts. 
Yeast compatible vectors carry markers which permit selection of successful transformants by conferring 
prototrophy to auxotrophic mutants or resistance to heavy metals on wild-type strains. Yeast compatible 
vectors may employ the 2 micron origin of replication (Broach et al. (1983)), the combination of CEN3 and 
ARS1 or other means for assuring replication, such as sequences which will result in incorporation of an 

40 appropriate fragment into the host cell genome. Control sequences for yeast vectors are known in the art 
and include promoters for the synthesis of glycolytic enzymes (Hess et al. (1968); Holland et al. (1978)), 
including the promoter for 3 phosphoglycerate kinase (Hitzeman (1980)). Terminators may also be included, 
such as those derived from the enolase gene (Holland (1981)). Particularly useful control systems are those 
which comprise the glyceraldehyde-3 phosphate dehydrogenase (GAPDH) promoter or alcohol de- 

45 hydrogenase (ADH) regulatable promoter, terminators also derived from GAPDH, and if secretion is desired, 
leader sequence from yeast alpha factor. In addition, the transcriptional regulatory region and the transcrip- 
tional initiation region which are operably linked may be such that they are not naturally associated in the 
wild-type organism. These systems are described in detail in EPO 120,551, published October 3, 1984; 
EPO 116,201, published August 22, 1984; and EPO 164,556, published December 18, 1985, all of which are 

so assigned to the herein assignee, and are hereby incorporated herein by reference. 

Mammalian cell lines available as hosts for expression are known in the art and include many 
immortalized cell lines available from the American Type Culture Collection (ATCC), including HeLa cells, 
Chinese hamster ovary (CHO) cells, baby hamster kidney (BHK) cells, and a number of other cell lines. 
Suitable promoters for mammalian cells are also known in the art and include viral promoters such as that 

55 from Simian Virus 40 (SV40) (Fiers (1978)), Rous sarcoma virus (RSV), adenovirus (ADV), and bovine 
papilloma virus (BPV). Mammalian cells may also require terminator sequences and poly A addition 
sequences; enhancer sequences which increase expression may also be included, and sequences which 
cause amplification of the gene may also be desirable. These sequences are known in the art. Vectors 
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suitable for replication in mammalian cells may include viral replicons, or sequences which insure 
integration of the appropriate sequences encoding NANBV epitopes into the host genome. 

III.B. Transformations 

5 

Transformation may be by any known method for introducing polynucleotides into a host cell, including, 
for example packaging the polynucleotide in a virus and transducing a host cell with the virus, and by direct 
uptake of the polynucleotide. The transformation procedure used depends upon the host to be transformed. 
For example, transformation of the E. coli host cells with lambda-gtl 1 containing BB- NANBV sequences is 
w discussed in the Example section, infra. Bacterial transformation by direct uptake generally employs 
treatment with calcium or rubidium chloride (Cohen (1972); Maniatis (1982)). Yeast transformation by direct 
uptake may be carried out using the method of Hinnen et al. (1978). Mammalian transformations by direct 
uptake may be conducted using the calcium phosphate precipitation method of Graham and Van der Eb 
(1978), or the various known modifications thereof. 

75 

III.C. Vector Construction 

Vector construction employs techniques which are known in the art. Site-specific DNA cleavage is 
performed by treating with suitable restriction enzymes under conditions which generally are specified by 

20 the manufacturer of these commercially available enzymes. In general, about 1 microgram of plasmid or 
DNA sequence is cleaved by 1 unit of enzyme in about 20 microliters buffer solution by incubation of 1-2 hr 
at 37* C. After incubation with the restriction enzyme, protein is removed by phenol/chloroform extraction 
and the DNA recovered by precipitation with ethanol. The cleaved fragments may be separated using 
poly aery I amide or agarose gel electrophoresis techniques, according to the general procedures found in 

25 Methods in Enzymology (1980) 65:499-560. 

Sticky ended cleavage fragments may be blunt ended using E. coli DNA polymerase I (Klenow) in the 
presence of the appropriate deoxy nucleotide triphosphates (dNTPs) present in the mixture. Treatment with 
S1 nuclease may also be used, resulting in the hydrolysis of any single stranded DNA portions. 

Ligations are carried out using standard buffer and temperature conditions using T4 DNA ligase and 

30 ATP; sticky end ligations require less ATP and less ligase than blunt end ligations. When vector fragments 
are used as part of a ligation mixture, the vector fragment is often treated with bacterial alkaline 
phosphatase (BAP) or calf intestinal alkaline phosphatase to remove the 5*-phosphate and thus prevent 
religation of the vector; alternatively, restriction enzyme digestion of unwanted fragments can be used to 
prevent ligation. 

35 Ligation mixtures are transformed into suitable cloning hosts, such as E. coli, and successful transfor- 
mants selected by, for example, antibiotic resistance, and screened for the correct construction. 

III.D. Construction of Desired DNA Sequences 



40 Synthetic oligonucleotides may be prepared using an automated oligonucleotide synthesizer as de- 
scribed by Warner (1984). If desired the synthetic strands may be labeled with ^P by treatment with 
polynucleotide kinase in the presence of ^P-ATP, using standard conditions for the reaction. 

DNA sequences, including those isolated from cDNA libraries, may be modified by known techniques, 
including, for example site directed mutagenesis, as described by Zoller (1982). Briefly, the DNA to be 

45 modified is packaged into phage as a single stranded sequence, and converted to a double stranded DNA 
with DNA polymerase using, as a primer, a synthetic oligonucleotide complementary to the portion of the 
DNA to be modified, and having the desired modification included in its own sequence. The resulting 
double stranded DNA is transformed into a phage supporting host bacterium. Cultures of the transformed 
bacteria, which contain replications of each strand of the phage, are plated in agar to obtain plaques. 

so Theoretically, 50% of the new plaques contain phage having the mutated sequence, and the remaining 50% 
have the original sequence. Replicates of the plaques are hybridized to labeled synthetic probe at 
temperatures and conditions which permit hybridization with the correct strand, but not with the unmodified 
sequence. The sequences which have been identified by hybridization are recovered and cloned. 

55 III.E. Hybridization with Probe 

DNA libraries may be probed using the procedure of Grunstein and Hogness (1975). Briefly, in this 
procedure, the DNA to be probed is immobilized on nitro-cellulose filters, denatured, and prehybridized with 
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a buffer containing 0-50% formamide, 0.75 M NaCI, 75 mM Na citrate, 0.02% (wt/v) each of bovine serum 
albumin, polyvinyl pyrollidone. and Rcoll, 50 mM Na Phosphate (pH 6.5). 0.1% SDS, and 100 
micrograms/ml carrier denatured DNA. The percentage of formamide in the buffer, as well as the time and 
temperature conditions of the prehybridization and subsequent hybridization steps depends on the strin- 

5 gency required. Oligomeric probes which require lower stringency conditions are generally used with low 
percentages of formamide, lower temperatures, and longer hybridization times. Probes containing more than 
30 or 40 nucleotides such as those derived from cDNA or genomic sequences generally employ higher 
temperatures, e.g., about 40-42*0, and a high percentage, e.g., 50%, formamide. Following prehybridiza- 
tion, S'-^P-labeled oligonucleotide probe is added to the buffer, and the fitters are incubated in this mixture 

io under hybridization conditions. After washing, the treated filters are subjected to autoradiography to show 
the location of the hybridized probe; DNA in corresponding locations on the original agar plates is used as 
the source of the desired DNA. 

III.F. Verification of Construction and Sequencing 

75 

For routine vector constructions, ligation mixtures are transformed into £. coli strain HB101 or other 
suitable host, and successful transformants selected by antibiotic resistance or other markers. Plasmtds 
from the transformants are then prepared according to the method of Clewell et al. (1969), usually following 
chloramphenicol amplification (Clewell (1972)). The DNA is isolated and analyzed, usually by restriction 
20 enzyme analysis and/or sequencing. Sequencing may be by the dideoxy method of Sanger et al. (1977) as 
further described by Messing et al. (1981), or by the method of Maxam et al. (1980). Problems with band 
compression, which are sometimes observed in GC rich regions, were overcome by use of T- 
deazoguanosine according to Barr et al. (1986). 

25 III.G. Enzyme Linked Immunosorbent Assay 



The enzyme-linked immunosorbent assay (ELISA) can be used to measure either antigen or antibody 
concentrations. This method depends upon conjugation of an enzyme to either an antigen or an antibody, 
and uses the bound enzyme activity as a quantitative label. To measure antibody, the known antigen is 

30 fixed to a solid phase (e.g., a microplate or plastic cup), incubated with test serum dilutions, washed, 
incubated with anti-immunoglobulin labeled with an enzyme, and washed again. Enzymes suitable for 
labeling are known in the art, and include, for example, horseradish peroxidase. Enzyme activity bound to 
the solid phase is measured by adding the specific substrate, and determining product formation or 
substrate utilization colori metrically. The enzyme activity bound is a direct function of the amount of 

35 antibody bound. 

To measure antigen, a known specific antibody is fixed to the solid phase, the test material containing 
antigen is added, after an incubation the solid phase is washed, and a second enzyme-labeled antibody is 
added. After washing, substrate is added, and enzyme activity is estimated colorimetrically, and related to 
antigen concentration. 

40 

IV. Examples 



Described below are examples of the present invention which are provided only for illustrative purposes, 
and not to limit the scope of the present invention. In light of the present disclosure, numerous embodi- 

45 ments within the scope of the claims will be apparent to those of ordinary skill in the art. The procedures 
set forth, for example, in Sections IV.A. may, if desired, be repeated but need not be, as techniques are 
available for construction of the desired nucleotide sequences based on the information provided by the 
invention. Expression is exemplified in E. coli; however, other systems are available as set forth more fully 
in Section MIA Additional epitopes derivedlrbm the genomic structure may also be produced, and used to 

so generate antibodies as set forth below. 

IV.A. Preparation, Isolation and Sequencing of HCV cDNA 
IV.A.1. Preparation of HCV cDNA 

55 

The source of NANB agent was a plasma pool derived from a chimpanzee with chronic NANBH. The 
chimpanzee had been experimentally infected with blood from another chimpanzee with chronic NANBH 
resulting from infection with HCV in a contaminated batch of factor 8 concentrate derived from pooled 
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human sera. The chimpanzee plasma pool was made by combining many individual plasma samples 
containing high levels of alanine aminotransferase activity; this activity results from hepatic injury due to the 
HCV infection. Since 1 ml of a 10~* dilution of this pooled serum given i.v. caused NANBH in another 
chimpanzee, its CID was at least 10* /ml, i.e., it had a high infectious virus titer. 

5 A cDNA library from the high titer plasma pool was generated as follows. First, viral particles were 
isolated from the plasma; a 90 ml aliquot was diluted with 310 ml of a solution containing 50 mM Tris-HCI, 
pH 8.0, 1mM EDTA. 100 mM NaCI. Debris was removed by centrifugation for 20 min at 15,000 x g at 20 *C. 
Viral particles in the resulting supernatant were then pelleted by centrifugation in a Beckman SW28 rotor at 
28,000 rpm for 5 hours at 20 • C. To release the viral genome, the particles were disrupted by suspending 

10 the pellets in 15 ml solution containing 1% sodium dodecyl sulfate (SDS), 10 mM EDTA, 10 mM Tris-HCI, 
pH 7.5, also containing 2 mg/ml proteinase k, followed by incubation at 45 *C for 90 min. Nucleic acids 
were isolated by adding 0.8 micrograms MS2 bacteriophage RNA as carrier, and extracting the mixture four 
times with a 1:1 mixture of phenol :chloroform (phenol saturated with 0.5M Tris-HCI, pH 7.5, 0.1% (v/v) beta- 
mercaptoethanol, 0.1% (w/v) hydroxyquinolone, followed by extraction two times with chloroform. The 

75 aqueous phase was concentrated with 1-butanol prior to precipitation with 2.5 volumes absolute ethanol 
overnight at -20 • C. Nucleic acid was recovered by centrifugation in a Beckman SW41 rotor at 40,000 rpm 
for 90 min at 4 • C, and dissolved in water that had been treated with 0.05% (v/v) diethylpyrocarbonate and 
autoclaved. 

Nucleic acid obtained by the above procedure (<2 micrograms) was denatured with 17.5 mM 
20 CHaHgOH; cDNA was synthesized using this denatured nucleic acid as template, and was cloned into the 
EcoRI site of phage Iambda-gt11 using methods described by Huynh (1985), except that random primers 
replaced oligo(dT) 12-18 during the synthesis of the first cDNA strand by reverse transcriptase (Taylor et al. 
(1976)). The resulting double stranded cDNAs were fractionated according to size on a Sepharose CL-4B 
column; eluted material of approximate mean size 400, 300, 200, and 100 base-pairs were pooled into 
25 cDNA pools 1, 2, 3, and 4, respectively. The Iambda-gt11 cDNA library was generated from the cDNA in 
pool 3. 

The Iambda-gt11 cDNA library generated from pool 3 was screened for epitopes that could bind 
specifically with serum derived from a patient who had previously experienced NANBH. About 10* phage 
were screened with patient sera using the methods of Huynh et al. (1985), except that bound human 

30 antibody was detected with sheep anti-human Ig antisera that had been radio-labeled with 125 1. Five positive 
phages were identified and purified. The five positive phages were then tested for specificity of binding to 
sera from 8 different humans previously infected with the NANBH agent, using the same method. Four of 
the phage encoded a polypeptide that reacted immunologically with only one human serum, i.e.. the one 
that was used for primary screening of the phage library. The fifth phage (5-1-1) encoded a polypeptide that 

35 reacted immunologically with 5 of 8 of the sera tested. Moreover, this polypeptide did not react im- 
munologically with sera from 7 normal blood donors. Therefore, it appears that clone 5-1-1 encodes a 
polypeptide which is specifically recognized immunologically by sera from NANB patients. 

IV.A.2. Sequences of the HCV cDNA in Recombinant Phage 5-1-1, and of the Polypeptide Encoded Within 
40 the Sequence. 



The cDNA in recombinant phage 5-1-1 was sequenced by the method of Sanger et al. (1977). 
Essentially, the cDNA was excised with EcoRI, isolated by size fractionation using gel electrophoresis. The 
EcoRI restriction fragments were subcloned into the M13 vectors, mp18 and mp19 (Messing (1983)) and 
45 sequenced using the dideoxychain termination method of Sanger et al. (1977). The sequence obtained is 
shown in Fig. 1. 

The polypeptide encoded in Fig. 1 that is encoded in the HCV cDNA is in the same translational frame 
as the N-terminal beta-galactosidase moiety to which it is fused. As shown in Section IV. A., the translational 
open reading frame (ORF) of 5-1-1 encodes epitope(s) specifically recognized by sera from patients and 
so chimpanzees with NANBH infections. 

IV.A.3. Isolation of Overlapping HCV cDNA to cDNA in Clone 5-1-1. 

Overlapping HCV cDNA to the cDNA in clone 5-1-1 was obtained by screening the same Iambda-gt11 
55 library, created as described in Section IV.A.1., with a synthetic polynucleotide derived from the sequence 
of the HCV cDNA in clones 5-1-1, as shown in Fig. 1. The sequence of the polynucleotide used for 
screening was: 
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5'-TCC CTT GCT CGA TGT ACG GTA AGT GCT GAG AGC 
ACT CTT CCA TCT CAT CGA ACT CTC GGT AGA GGA CTT CCC TGT 
5 CAG GT-3' . 

The Iambda-gt11 library was screened with this probe, using the method described in Huynh (1985). 
Approximately 1 in 50,000 clones hybridized with the probe. Three clones which contained cDNAs which 
w hybridized with the synthetic probe have been numbered 81 , 1-2, and 91 . 

IV.A.4. Nucleotide Sequences of Overlapping HCV cDNAs to cDNA in Clone 5-1-1. 

The nucleotide sequences of the three cDNAs in clones 81, 1-2. and 91 were determined essentially as 
75 in Section IV A2. The sequences of these clones relative to the HCV cDNA sequence in phage 5-1-1 is 
shown in Fig. 2, which shows the strand encoding the detected HCV epitope, and where the homologies in 
the nucleotide sequences are indicated by vertical lines between the sequences. 

The sequences of the cloned HCV cDNAs are highly homologous in the overlapping regions (see Fig. 
2). However, there are differences in two regions. Nucleotide 67 in clone 1-2 is a thymidine, whereas the 
20 other three clones contain a cytidine residue in this position. It should be noted, however, that the same 
amino acid is encoded when either C or T occupies this position. 

The second difference is that clone 5-1-1 contains 28 base pairs which are not present in the other 
three clones. These base pairs occur at the start of the cDNA sequence in 5-1-1, and are indicated by small 
letters. Based on radioimmunoassay data, which is discussed infra in Section IV.D., it is possible that an 
25 HCV epitope may be encoded in this 28 bp region. 

The absence of the 28 base pairs of 5-1-1 from clones 81, 1-2, and 91 may mean that the cDNA in 
these clones were derived from defective HCV genomes; alternatively, the 28 bp region could be a terminal 
artifact in clone 5-1-1. 

The sequences of small letters in the nucleotide sequence of clones 81 and 91 simply indicate that 
30 these sequences have not been found in other cDNAs because cDNAs overlapping these regions were not 
yet isolated. 

A composite HCV cDNA sequence derived from overlapping cDNAs in clones 5-1-1, 81, 1-2 and 91 is 
shown in Fig. 3. However, in this figure the unique 28 base pairs of clone 5-1-1 are omitted. The figure also 
shows the sequence of the polypeptide encoded within the ORF of the composite HCV cDNA. 

35 

IV.A.5. Isolation of Overlapping HCV cDNAs to cDNA in Clone 81 . 



The isolation of HCV cDNA sequences upstream of, and which overlap those in clone 81 cDNA was 

accomplished as follows. The Iambda-gt11 cDNA library prepared as described in Section IV.A.1. was 
40 screened by hybridization with a synthetic polynucleotide probe which was homologous to a 5' terminal 

sequence of clone 81. The sequence of clone 81 is presented in Fig. 4. The sequence of the synthetic 

polynucleotide used for screening was: 

5. CTG TCA GGT ATG ATT GCC GGC TTC CCG GAC 3'. 

The methods were essentially as described in Huynh (1985), except that the library filters were given two 
45 washes under stringent conditions, i.e., the washes were in 5 x SSC, 0.1% SDS at 55 *C for 30 minutes 

each. Approximately 1 in 50,000 clones hybridized with the probe. A positive recombinant phage which 

contained cDNA which hybridized with the sequence was isolated and purified. This phage has been 

numbered clone 36. 

Downstream cDNA sequences, which overlaps the carboxyl-end sequences in clone 81 cDNA were 
so isolated using a procedure similar to that for the isolation of upstream cDNA sequences, except that a 
synthetic oligonucleotide probe was prepared which is homologous to a 3' terminal sequence of clone 81 . 
The sequence of the synthetic polynucleotide used for screening was: 

5' TTT GGC TAG TGG TTA GTG GGC TGG TGA CAG 3' 
A positive recombinant phage, which contained cDNA which hybridized with this latter sequence was 
55 isolated and purified, and has been numbered clone 32. 
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IV.A.6. Nucleotide Sequence of HCV cDNA in Clone 36 . 

The nucleotide sequence of the cDNA in clone 36 was determined essentially as described in Section 
IV.A.2. The double-stranded sequence of this cDNA, its region of overlap with the HCV cDNA in clone 81. 
5 and the polypeptide encoded by the ORF are shown in Fig. 5. 

The ORF in clone 36 is in the same translational frame as the HCV antigen encoded in clone 81 . Thus, 
in combination, the ORFs in clones 36 and 81 encode a polypeptide that represents part of a large HCV 
antigen. The sequence of this putative HCV polypeptide and the double stranded DNA sequence encoding 
it, which is derived from the combined ORFs of the HCV cDNAs of clones 36 and 81, is shown in Fig. 6. 

10 

IV.A.7 Nucleotide Sequences of HCV cDNA in Clone 32 

The nucleotide sequence of the cDNA in clone 32 was determined essentially as was that described in 
Section IV.A.2 for the sequence of clone 5-1-1. The sequence data indicated that the cDNA in clone 32 

75 recombinant phage was derived from two different sources. One fragment of the cDNA was comprised of 
418 nucleotides derived from the HCV genome; the other fragment was comprised of 172 nucleotides 
derived from the bacteriophage MS2 genome, which had been used as a carrier during the preparation of 
the lambda gt1 1 plasma cDNA library. 

The sequence of the cDNA in clone 32 corresponding to that of the HCV genome is shown in Fig. 7. 

20 The region of the sequences that overlaps that of clone 81, and the polypeptide encoded by the ORF are 
also indicated in the figure. This sequence contains one continuous ORF that is in the same translational 
frame as the HCV antigen encoded by clone 81 . 

IV.A.8 Isolation of Overlapping HCV cDNA to cDNA in Clone 36 

25 

The isolation of HCV cDNA sequences upstream of, and which overlap those in clone 36 cDNA was 
accomplished as described in Section IV.A.5, for those which overlap clone 81 cDNA, except that the 
synthetic polynucleotide was based on the 5*-region of clone 36. The sequence of the synthetic poly- 
nucleotide used for screening was: 
30 5' AAG CCA CCG TGT GCG CTA GGG CTC AAG CCC 3' 

Approximately 1 in 50,000 clones hybridized with the probe. The isolated, purified clone of recombinant 
phage which contained cDNA which hybridized to this sequence was named clone 35. 

IV.A.9 Nucleotide Sequence of HCV cDNA in Clone 35 



The nucleotide sequence of the cDNA in clone 35 was determined essentially as described in Section 
IV.A.2. The sequence, its region of overlap with that of the cDNA in clone 36, and the putative polypeptide 
encoded therein, are shown in Fig. 8. 

Clone 35 apparently contains a single, continuous ORF that encodes a polypeptide in the same 
40 translational frame as that encoded by clone 36, clone 81, and clone 32. Fig. 9 shows the sequence of the 
long continuous ORF that extends through clones 35, 36, 81, and 32, along with the putative HCV 
polypeptide encoded therein. This combined sequence has been confirmed using other independent cDNA 
clones derived from the same lambda gt1 1 cDNA library. 

45 IV.A.10. Isolation of Overlapping HCV cDNA to cDNA in Clone 35 

The isolation of HCV cDNA sequences upstream of, and which overlap those in clone 35 cDNA was 
accomplished as described in Section IV.A.8, for those which overlap clone 36 cDNA, except that the 
synthetic polynucleotide was based on the 5'-region of clone 35. The sequence of the synthetic poly- 
50 nucleotide used for screening was: 

5' CAG GAT GCT GTC TCC CGC ACT CAA CGT 3' 
Approximately 1 in 50,000 clones hybridized with the probe. The isolated, purified clone of recombinant 
phage which contained cDNA which hybridized to this sequence was named clone 37b. 

55 IV. A. 1 1 . Nucleotide Sequence of HCV in Clone 37b 

The nucleotide sequence of the cDNA in clone 37b was determined essentially as described in Section 
IV.A.2. The sequence, its region of overlap with that of the cDNA in clone 35, and the putative polypeptide 
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encoded therein, are shown in Fig. 10. 

The S'-terminal nucleotide of clone 35 is a T. whereas the corresponding nucleotide in clone 37b is an 
A. The cDNAs from three other independent clones which were isolated during the procedure in which 
clone 37b was isolated* described in Section IV A 10, have also been sequenced. The cDNAs from these 
5 clones also contain an A in this position. Thus, the S'-terminal T in clone 35 may be an artefact of the 
cloning procedure. It is known that artefacts often arise at the 5'-termini of cDNA molecules. 

Clone 37b apparently contains one continuous ORF which encodes a polypeptide which is a continu- 
ation of the polypeptide encoded in the ORF which extends through the overlapping clones 35, 36, 81 and 
32. 

10 

IV.A.1 2 Isolation of Overlapping HCV cDNA to cDNA in Clone 32 

The isolation of HCV cDNA sequences downstream of clone 32 was accomplished as follows. First, 
clone cla was isolated utilizing a synthetic hybridization probe which was based on the nucleotide sequence 
75 of the HCV cDNA sequence in clone 32. The method was essentially that described in Section IV.A.5, 
except that the sequence of the synthetic probe was: 

5* AGT GCA GTG GAT GAA CCG GCT GAT AGC CTT 3\ 
Utilizing the nucleotide sequence from clone cla, another synthetic nucleotide was synthesized which had 
the sequence: 

20 5* TCC TGA GGC GAC TGC ACC AGT GGA TAA GCT 3\ 

Screening of the lambda gt1 1 library using the clone cla derived sequence as probe yielded approximately 
1 in 50,000 positive colonies. An isolated, purified clone which hybridized with this probe was named clone 
33b. 

25 IV.A.1 3 Nucleotide Sequence of HCV cDNA in Clone 33b 

The nucleotide sequence of the cDNA in clone 33b was determined essentially as described in Section 
IV.A.2. The sequence, its region of overlap with that of the cDNA in clone 32, and the putative polypeptide 
encoded therein, are shown in Fig. 1 1 . 
30 Clone 33b apparently contains one continuous ORF which is an extension of the ORFs in overlapping 
clones 37b, 35, 36, 81 and 32. The polypeptide encoded in clone 33b is in the same translational frame as 
that encoded in the extended ORF of these overlapping clones. 

IV.A.1 4 Isolation of Overlapping HCV cDNAs to cDNA Clone 37b and to cDNA in Clone 33b 

35 

In order to isolate HCV cDNAs which overlap the cDNAs in clone 37b and in clone 33b, the following 
synthetic oligonucleotide probes, which were derived from the cDNAs in those clones, were used to screen 
the lambda gt1 1 library, using essentially the method described in Section IV.A.3. The probes used were: 

40 

5 P CAG GAT GCT GTC TCC CGC ACT CAA CGT C 3' 

and 

45 

5' TCC TGA GGC GAC TGC ACC AGT GGA TAA GCT 3' 

to detect colonies containing HCV cDNA sequences which overlap those in clones 37b and 33b, respec- 
50 tively. Approximately 1 in 50,000 colonies were detected with each probe. A clone which contained cDNA 
which was upstream of, and which overlapped the cDNA in clone 37b, was named clone 40b. A clone which 
contained cDNA which was downstream of, and which overlapped the cDNA in clone 33b was named clone 
25c. 

55 IV.A.1 5 Nucleotide Sequences of HCV cDNA in clone 40b and in clone 25c 

The nucleotide sequences of the cDNAs in clone 40b and in clone 25c were determined essentially as 
described in Section IV.A.2. The sequences of 40b and 25c, their regions of overlap with the cDNAs in 
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clones 37b and 33b, and the putative polypeptides encoded therein, are shown in Fig. 12 (clone 40b) and 
Fig. 13 (clone 25c). 

The 5'-terminal nucleotide of clone 40b is a G. However, the cDNAs from five other independent clones 
which were isolated during the procedure in which clone 40b was isolated, described in Section IVA14, 

5 have also been sequenced. The cDNAs from these clones also contain a T in this position. Thus, the G may 
represent a cloning artifact (see the discussion in Section IV.A.11). 

The SMerminus of clone 25c is ACT, but the sequence of this region in clone cla (sequence not 
shown), and in clone 33b is TCA. This difference may also represent a cloning artifact, as may the 28 extra 
S'-terminal nucleotides in clone 5-1-1. 

io Clones 40b and 25c each apparently contain an ORF which is an extension of the continuous ORF in 
the previously sequenced clones. The nucleotide sequence of the ORF extending through clones 40b, 37b, 
35, 36, 81 , 32, 33b, and 25c, and the amino acid sequence of the putative polypeptide encoded therein, are 
shown in Fig. 14. In the figure, the potential artifacts have been omitted from the sequence, and instead, the 
corresponding sequences in non-5'-terminal regions of multiple overlapping clones are shown. 

15 

IV.A.16. Preparation of a Composite HCV cDNA from the cDNAs in Clones 36, 81, and 32 

The composite HCV cDNA, C100, was constructed as follows. First the cDNAs from the clones 36, 81, 
and 32 were excised with EcoRI. The EcoRI fragment of cDNA from each clone was cloned individually into 

20 the EcoRI site of the vector pGEM3-blue (Promega Biotec). The resulting recombinant vectors which 
contained the cDNAs from clones 36, 81, and 32 were named pGEM3-blue/36, pGEM3-blue/81 , and 
pGEM3-blue/32, respectively. The appropriately oriented recombinant of pGEM3-blue/81 was digested with 
Nael and Narl, and the large f 2850bp) fragment was purified and ligated with the small (~570bp) Nael/Narl 
purified restriction fragment from pGEM3-blue/36. This composite of the cDNAs from clones 36 and 81 was 

25 used to generate another pGEM3-blue vector containing the continuous HCV ORF contained within the 
overlapping cDNA within these clones. This new plasmid was then digested with Pvull and EcoRI to release 
a fragment of approximately 680bp, which was then ligated with the small (580bp) Pvull/EcoRI fragment 
isolated from the appropriately oriented pGEM3-blue/32 plasmid, and the composite cDNA from clones 36, 
81, and 32 was ligated into the EcoRI linearized vector pSODcfl, which is described in Section IV.B.1, and 

30 which was used to express clone 5-1-1 in bacteria. Recombinants containing the "1270bp EcoRI fragment of 
composite HCV cDNA (C100) were selected, and the cDNA from the plasmids was excised with EcoRI and 
purified. 

IV.A.17. Isolation and Nucleotide Sequences of HCV cDNAs in Clones 14i, 11b, 7f, 7e, 8h, 33c, 14c, 8f, 33f, 
35 33g, and 39c 

The HCV cDNAs in clones 14i, 11b, 7f, 7e, 8h, 33c, 14c, 8f, 33f, 33g, and 39c were isolated by the 
technique of isolating overlapping cDNA fragments from the lambda gt1 1 library of HCV cDNAs described 
in Section IV.A.1.. The technique used was essentially as described in Section IV.A.3., except that the 
40 probes used were designed from the nucleotide sequence of the last isolated clones from the 5' and the 3' 
end of the combined HCV sequences. The frequency of clones which hybridized with the probes described 
below was approximately 1 in 50,000 in each case. 

The nucleotide sequences of the HCV cDNAs in clones 14i, 7f, 7e, 8h, 33c, 14c, 8f, 33f, 33g, and 39c 
were determined essentially as described in Section IV.A.2., except that the cDNA excised from these 
45 phages were substituted for the cDNA isolated from clone 5-1-1. 

Clone 33c was isolated using a hybridization probe based on the sequence of nucleotides in clone 40b. 
The nucleotide sequence of clone 40b is presented in Fig. 12. The nucleotide sequence of the probe used 
to isolate 33c was: 

5' ATC AGG ACC GGG GTG AGA ACA ATT ACC ACT 3' 
so The sequence of the HCV cDNA in clone 33c, and the overlap with that in clone 40b, is shown in Fig. 15, 
which also shows the amino acids encoded therein. 

Clone 8h was isolated using a probe based on the sequence of nucleotides in clone 33c. The nucleotide 
sequence of the probe was 

5' AGA GAC AAC CAT GAG GTC CCC GGT GTT C 3\ 
55 The sequence of the HCV cDNA in clone 8h, and the overlap with that in clone 33c, and the amino acids 
encoded therein, are shown in Fig. 16. 

Clone 7e was isolated using a probe based on the sequence of nucleotides in clone 8h. The nucleotide 
sequence of the probe was 
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5* TCG GAC CTT TAC CTG GTC ACG AGG CAC 3'. 
The sequence of HCV cDNA in clone 7e, the overlap with clone 8h, and the amino acids encoded therein, 
are shown in Fig. 17. 

Clone 14c was isolated with a probe based on the sequence of nucleotides in clone 25c. The sequence 
5 of clone 25c is shown in Fig. 13. The probe in the isolation of clone 14c had the sequence 

5' ACC TTC CCC ATT AAT GCC TAC ACC ACG GGC 3\ 
The sequence of HCV cDNA in clone 14c, its overlap with that in clone 25c f and the amino acids encoded 
therein are shown in Fig. 18. 

Clone 8f was isolated using a probe based on the sequence of nucleotides in clone 14c. The nucleotide 
w sequence of the probe was 

5* TCC ATC TCT CAA GGC AAC TTG CAC CGC TAA 3\ 
The sequence of HCV cDNA in clone 8f, its overlap with that in clone 14c, and the amino acids encoded 
therein are shown in Rg. 19. 

Clone 33f was isolated using a probe based on the nucleotide sequence present in clone 8f. The 
75 nucleotide sequence of the probe was 

5, TCC ATG GCT GTC CGC TTC CAC CTC CAA AGT 3\ 
The sequence of HCV cDNA in clone 33f, its overlap with that in clone 8f, and the amino acids encoded 
therein are shown in Rg. 20. 

Clone 33g was isolated using a probe based on the sequence of nucleotides in clone 33f. The 
20 nucleotide sequence of the probe was 

5' GCG ACA ATA CGA CAA CAT CCT CTG AGC CCG 3'. 
The sequence of HCV cDNA in clone 33g, its overlap with that in clone 33f, and the amino acids encoded 
therein are shown in Rg. 21 . 

Clone 7f was isolated using a probe based on the sequence of nucleotides in clone 7e. The nucleotide 
25 sequence of the probe was 

5' AGC AGA CAA GGG GCC TCC TAG GGT GCA TAA T 3'. 
The sequence of HCV cDNA in clone 7f, its overlap with clone 7e, and the amino acids encoded therein are 
shown in Rg. 22. 

Clone 1 1 b was isolated using a probe based on the sequence of clone 7f . The nucleotide sequence of 
30 the probe was 

5' CAC CTA TGT TTA TAA CCA TCT CAC TCC TCT 3'. 
The sequence of HCV cDNA in clone 11b, its overlap with clone 7f, and the amino acids encoded therein 
are shown in Fig. 23. 

Clone 14i was isolated using a probe based on the sequence of nucleotides in clone 11b. The 
35 nucleotide sequence of the probe was 

5' CTC TGT CAC CAT ATT ACA AGC GCT ATA TCA 3'. 
The sequence of HCV cDNA in clone 14i, its overlap with 11b, and the amino acids encoded therein are 
shown in Fig. 24. 

Clone 39c was isolated using a probe based on the sequence of nucleotides in clone 33g. The 
40 nucleotide sequence of the probe was 

5' CTC GTT GCT ACG TCA CCA CAA TTT GGT GTA 3* 
The sequence of HCV cDNA in clone 39c, its overlap with clone 33g t and the amino acids encoded therein 
are shown in Fig. 25. 

45 IV.A.18. The Composite HCV cDNA Sequence Derived from Isolated Clones Containing HCV cDNA 



The HCV cDNA sequences in the isolated clones described supra have been aligned to create a 
composite HCV cDNA sequence. The isolated clones, aligned in the 5' to 3' direction are: 14i, 7f, 7e, 8h, 
33c, 40b, 37b, 35, 36, 81. 32, 33b, 25c, 14c, 8f, 33f, 33g, and 39c. 

so A composite HCV cDNA sequence derived from the isolated clones, and the amino acids encoded 
therein, is shown in Fig. 26. 

In creating the composite sequence the following sequence heterogeneities have been considered. 
Clone 33c contains an HCV cDNA of 800 base pairs, which overlaps the cDNAs in clones 40b and 37c. In 
clone 33c, as well as in 5 other overlapping clones, nucleotide #789 is a G. However, in clone 37b (see 

55 Section IV.A.11), the corresponding nucleotide is an A. This sequence difference creates an apparent 
heterogeneity in the amino acids encoded therein, which would be either CYS or TYR, for G or A, 
respectively. This heterogeneity may have important ramifications in terms of protein folding. 



33 



EP 0 318 216 B1 



Nucleotide residue #2 in clone 8h HCV cDNA is a T. However, as shown infra, the corresponding 
residue in clone 7e is an A; moreover, an A in this position is also found in 3 other isolated overlapping 
clones* Thus, the T residue in clone 8h may represent a cloning artifact. Therefore, in Fig. 26 t the residue in 
this position is designated as an A. 
5 The 3*-terminal nucleotide in clone 8f HCV cDNA is a G. However, the corresponding residue in clone 
33f, and in 2 other overlapping clones is a T. Therefore, in Fig. 26, the residue in this position is designated 
as a T. 

The 3'-terminal sequence in clone 33f HCV cDNA is TTGC. However, the corresponding sequence in 
clone 33g and in 2 other overlapping clones is ATTC. Therefore, in Fig. 26, the corresponding region is 
w represented as ATTC. 

Nucleotide residue #4 in clone 33g HCV cDNA is a T. However, in clone 33f and in 2 other overlapping 
clones the corresponding residue is an A. Therefore, in Fig. 26, the corresponding residue is designated as 
an A. 

The 3'-terminus of clone 14i is an AA, whereas the corresponding dinucleotide in clone 11b, and in 
is three other clones, is TA. Therefore, in Fig. 26, the TA residue is depicted. 
The resolution of other sequence heterogeneities is discussed supra. 

An examination of the composite HCV cDNA indicates that it contains one large ORF. This suggests 
that the viral genome is translated into a targe polypeptide which is processed concomitant with, or 
subsequent to translation. 

20 

IV.A.19. Isolation and Nucleotide Sequences of HCV cDNAs in Clones I2f, 35f, I9g, 26g, and 15e 

The HCV cDNAs in clones 12f, 35f, 19g, 26g, and 15e were isolated essentially by the technique 
described in Section IV.A.17, except that the probes were as indicated below. The frequency of clones 
25 which hybridized with the probes was approximately 1 in 50,000 in each case. The nucleotide sequences of 
the HCV cDNAs in these clones were determined essentially as described in Section IV.A.2., except that the 
cDNA from the indicated clones were substituted for the cDNA isolated from clone 5-1-1. 

The isolation of clone 12f, which contains cDNA upstream of the HCV cDNA in Fig. 26, was 
accomplished using a hybridization probe based on the sequence of nucleotides in clone 14i. The 
30 nucleotide sequence of the probe was 

5* TGC TTG TGG ATG ATG CTA CTC ATA TCC CAA 3\ 
The HCV cDNA sequence of clone 12f, its overlap with clone 14i, and the amino acids encoded therein are 
shown in Fig. 27. 

The isolation of clone 35f, which contains cDNA downstream of the HCV cDNA in Fig. 26, was 
35 accomplished using a hybridization probe based on the sequence of nucleotides in clone 39c. The 
nucleotide sequence of the probe was 

5' AGC AGC GGC GTC AAA AGT GAA GGC TAA CTT 3'. 
The sequence of clone 35f, its overlap with the sequence in clone 39c, and the amino acids encoded 
therein are shown in Fig. 28. 

40 The isolation of clone 19g was accomplished using a hybridization probe based on the 3* sequence of 

clone 35f. The nucleotide sequence of the probe was 

5' TTC TCG TAT GAT ACC CGC TGC TTT GAC TCC 3'. 

The HCV cDNA sequence of clone 19g, its overlap with the sequence in clone 35f, and the amino acids 

encoded therein are shown in Fig. 29. 
45 The isolation of clone 26g was accomplished using a hybridization probe based on the 3' sequence of 

clone 19g. The nucleotide sequence of the probe was 

5' TGT GTG GCG ACG ACT TAG TCG TTA TCT GTG 3'. 

The HCV cDNA sequence of clone 26g, its overlap with the sequence in clone 19g, and the amino acids 

encoded therein are shown in Fig. 30. 
so Clone 15e was isolated using a hybridization probe based on the 3' sequence of clone 26 g. The 

nucleotide sequence of the probe was 

5' CAC ACT CCA GTC AAT TCC TGG CTA GGC AAC 3'. 

The HCV cDNA sequence of clone 15e, its overlap with the sequence in clone 26g, and the amino acids 

encoded therein are shown in Fig. 31. 
55 The clones described in this Section have been deposited with the ATCC under the terms and 

conditions described in Section II A., and have been assigned the following Accession Numbers. 
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Iambda-gt1 1 


ATCC No. 


Deposit Date 


clone I2f 


40514 


10 November 1988 


clone 35f 


40511 


10 November 1988 


clone 15e 


40513 


10 November 1988 


clone k9-1 


40512 


10 November 1988 



The HCV cDNA sequences in the isolated clones described supra, have been aligned to create a 
composite HCV cDNA sequence. The isolated clones, aligned in the 5, to 3* direction are: 12f, 14i, 7f, 7e, 
8h, 33c, 40b, 37b, 35, 36, 81, 32. 33b, 25c, 14c, 8f 33f, 33g, 39c, 35f. 19g. 26g, and 15e. 

A composite HCV cDNA sequence derived from the isolated clones, and the amino acids encoded 
therein, is shown in Fig. 32. 

IV.A.20. Alternative Method of Isolating cDNA Sequences Upstream of the HCV cDNA Sequence in Clone 
12f ~ 

Based on the most 5* HCV sequence in Fig. 32, which is derived from the HCV cDNA in clone 12f, 
small synthetic oligonucleotide primers of reverse transcriptase are synthesized and used to bind to the 
corresponding sequence in HCV genomic RNA, to prime reverse transcription of the upstream sequences. 
The primer sequences are proximal to the known 5'-terminal sequence of clone 12f, but sufficiently 
downstream to allow the design of probe sequences upstream of the primer sequences. Known standard 
methods of priming and cloning are used. The resulting cDNA libraries are screened with sequences 
upstream of the priming sites (as deduced from the elucidated sequence in clone I2f). The HCV genomic 
RNA is obtained from either plasma or liver samples from chimpanzees with NANBH, or from analogous 
samples from humans with NANBH. 

IV.A.21 . Alternative Method Utilizing Tailing to Isolate Sequences from the 5*-Terminal Region of the HCV 
Genome 



In order to isolate the extreme S'-terminai sequences of the HCV RNA genome, the cDNA product of 
the first round of reverse transcription, which is duplexed with the template RNA, is tailed with oligo C. This 
is accomplished by incubating the product with terminal transferase in the presence of CTP. The second 
round of cDNA synthesis, which yields the complement of the first strand of cDNA, is accomplished utilizing 
oligo G as a primer for the reverse transcriptase reaction. The sources of genomic HCV RNA are as 
described in Section IV.A.20. The methods for tailing with terminal transferase, and for the reverse 
transcriptase reactions are as in Maniatis et al. (1982). The cDNA products are then cloned, screened, and 
sequenced. 

IV.A.22. Alternative Method Utilizing Tailing to Isolate Sequences from the 3'-Terminal Region of the HCV 
Genome 



This method is based on previously used methods for cloning cDNAs of Flavivirus RNA. In this method, 
the RNA is subjected to denaturing conditions to remove secondary structures at the 3'-terminus, and is 
then tailed with Poly A polymerase using rATP as a substrate. Reverse transcription of the poly A tailed 
RNA is catalyzed by reverse transcriptase, utilizing oligo dT as a primer. The second strands of cDNA are 
synthesized, the cDNA products are cloned, screened, and sequenced. 

IV.A.23 Creation of Lambda-gt1 1 HCV cDNA Libraries Containing Larger cDNA Inserts 

The method used to create and screen the Lambda gt11 libraries are essentially as described in 
Section IV.A.1., except that the library is generated from a pool of larger size cDNAs eluted from the 
Sepharose CL-4B column. 

IV.A.24. Creation of HCV cDNA Libraries Using Synthetic Oligomers as Primers 

New HCV cDNA libraries have been prepared from the RNA derived from the infectious chimpanzee 
plasma pool described in Section IV.A.1., and from the poly A + RNA fraction derived from the liver of this 
infected animal. The cDNA was constructed essentially as described by Gubler and Hoffman (1983), except 
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that the primers for the first cDNA strand synthesis were two synthetic oligomers based on the sequence of 
the HCV genome described supra. Primers based on the sequence of clone 11 b and 7e were, respectively, 



5 5 # CTG GCT TGA AGA ATC 3' 

and 

w 

5 ' AGT TAG GCT GGT GAT TAT GC 3'. 

The resulting cDNAs were cloned into lambda bacteriophage vectors, and screened with various other 
is synthetic oligomers, whose sequences were based on the HCV sequence in Fig. 32. 

IV.B. Expression of Polypeptides Encoded Within HCV cDNAs and Identification of the Expressed Products 
as HCV Induced Antigens. 



20 IV.B.1. Expression of the Polypeptide Encoded in Clone 5-1-1. 

The HCV polypeptide encoded within clone 5-1-1 (see Section IV.A.2., supra) was expressed as a 
fusion polypeptide with superoxide dismutase (SOD). This was accomplished by subcloning the clone 5-1-1 
cDNA insert into the expression vector pSODcfl (Steimer et al. (1986)) as follows. 
25 First, DNA isolated from pSODcfl was treated with BamHI and EcoRI, and the following linker was 
ligated into the linear DNA created by the restriction enzymes: 

5' GAT CCT GGA ATT CTG ATA A 3' 

30 

3 ' GA CCT TAA GAC TAT TTT AA 5 ' 

After cloning, the plasmid containing the insert was isolated. 
35 Plasmid containing the insert was restricted with EcoRI. The HCV cDNA insert in clone 5-1-1 was 
excised with EcoRI, and ligated into this EcoRI linearized plasmid DNA. The DNA mixture was used to 
transform E. coli strain D1210 (Sadler et al. (1980)). Recombinants with the 5-1-1 cDNA in the correct 
orientation Tor~expression of the ORF shown in Fig. 1 were identified by restriction mapping and nucleotide 
sequencing. 

40 Recombinant bacteria from one clone were induced to express the SOD-NANB5-1-1 polypeptide by 
growing the bacteria in the presence of IPTG. 

IV.B.2. Expression of the Polypeptide Encoded in Clone 81 . 

45 The HCV cDNA contained within clone 81 was expressed as a SOD-NANBsi fusion polypeptide. The 
method for preparing the vector encoding this fusion polypeptide was analogous to that used for the 
creation of the vector encoding SOD-NANB5-1 -1 , except that the source of the HCV cDNA was clone 81, 
which was isolated as described in Section IV.A.3, and for which the cDNA sequence was determined as 
described in Section IV.A.4. The nucleotide sequence of the HCV cDNA in clone 81 , and the putative amino 

50 acid sequence of the polypeptide encoded therein are shown in Fig. 4. 

The HCV cDNA insert in clone 81 was excised with EcoRI, and ligated into the pSODcfl which 
contained the linker (see IV.B.1.) and which was linearized by treatment with EcoRI. The DNA mixture was 
used to transform E. coli strain D1210. Recombinants with the clone 81 HCV cDNA in the correct orientation 
for expression of the ORF shown in Fig. 4 were identified by restriction mapping and nucleotide 

55 sequencing. 

Recombinant bacteria from one clone were induced to express the SOD-NANBai polypeptide by 
growing the bacteria in the presence of IPTG. 
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IV.B.3. Identification of the Polypeptide Encode d Within Clo ne 5-1-1 as an HCV and NANBH Associated 
Antigen. 

The polypeptide encoded within the HCV cDNA of clone 5-1*1 was identified as a NANBH associated 

5 antigen by demonstrating that sera of chimpanzees and humans infected with NANBH reacted im- 
munologically with the fusion polypeptide, SOD-NANB5-1-1, which is comprised of superoxide dismutase at 
its N-terminus and the in-frame 5-1-1 antigen at its C-terminus. This was accomplished by "Western" 
blotting (Towbin et at. (1979)) as follows. 

A recombinant strain of bacteria transformed with an expression vector encoding the SOD-NANB5-1-1 

10 polypeptide, described in Section IV.B.I., was induced to express the fusion polypeptide by growth in the 
presence of IPTG. Total bacterial lysate was subjected to electrophoresis through potyacrylamtde gels in 
the presence of SDS according to Laemmli (1970). The separated polypeptides were transferred onto 
nitrocellulose filters (Towbin et al. (1979)). The filters were then cut into thin strips, and the strips were 
incubated individually with the different chimpanzee and human sera. Bound antibodies were detected by 

15 further incubation with 125 l-labeled sheep anti-human Ig, as described in Section IV.A.1. 

The characterization of the chimpanzee sera used for the Western blots and the results, shown in the 
photograph of the autoradiographed strips, are presented in Fig. 33. Nitrocellulose strips containing 
polypeptides were incubated with sera derived from chimpanzees at different times during acute NANBH 
(Hutchinson strain) infections (lanes 1-16), hepatitis A infections (lanes 17-24, and 26-33), and hepatitis B 

20 infections (lanes 34-44). Lanes 25 and 45 show positive controls in which the immunoblots were incubated 
with serum from the patient used to identify the recombinant clone 5-1-1 in the original screening of the 
Iambda-gt1 1 cDNA library (see Section IV.A.1 .). 

The band visible in the control lanes, 25 and 45, in Fig. 23 reflects the binding of antibodies to the 
NANB5-1-1 moiety of the SOD fusion polypeptide. These antibodies do not exhibit binding to SOD alone, 

25 since this has also been included as a negative control in these samples, and would have appeared as a 
band migrating significantly faster than the SOD-NANB5-1-1 fusion polypeptide. 

Lanes 1-16 of Fig. 33 show the binding of antibodies in sera samples of 4 chimpanzees; the sera were 
obtained just prior to infection with NANBH, and sequentially during acute infection. As seen from the figure, 
whereas antibodies which reacted immunologically with the SOD-NANB5-1-1 polypeptide were absent in 

30 sera samples obtained before administration of infectious HCV inoculum and during the early acute phase 
of infection, all 4 animals eventually induced circulating antibodies to this polypeptide during the late part of, 
or following the acute phase. Additional bands observed on the immunoblots in the cases of chimps 
numbers 3 and 4 were due to background binding to host bacterial proteins. 

In contrast to the results obtained with sera from chimps infected with NANBH, the development of 

35 antibodies to the NANB5-1-1 moiety of the fusion polypeptide was not observed in 4 chimpanzees infected 
with HAV or 3 chimpanzees infected with HBV. The only binding in these cases was background binding to 
the host bacterial proteins, which also occurred in the HCV infected samples. 

The characterization of the human sera used for the Western blots, and the results, which are shown in 
the photograph of the autoradiographed strips, are presented in Fig. 34. Nitrocellulose strips containing 

40 polypeptides were incubated with sera derived from humans at different times during infections with NANBH 
(lanes 1-21), HAV (lanes 33-40), and HBV (lanes 41-49). Lanes 25 and 50 show positive controls in which 
the immunoblots were incubated with serum from patient used in the original screening of the Iambda-gt1 1 
library, described supra. Lanes 22-24 and 26-32 show "non-infected" controls in which the sera was from 
"normal" blood donors. 

45 As seen in Fig. 34, sera from nine NANBH patients, including the serum used for screening the lambda- 
gt11 library, contained antibodies to the NANB5-1-1 moiety of the fusion polypeptide. Sera from three 
patients with NANBH did not contain these antibodies. It is possible that the anti-NANBs-t-i antibodies will 
develop at a future date in these patients. It is also possible that this lack of reaction resulted from a 
different NANBV agent being causative of the disease in the individuals from which the non-responding 

so serum was taken. 

Fig. 34 also shows that sera from many patients infected with HAV and HBV did not contain anti- 
NANB5-1-1 antibodies, and that these antibodies were also not present in the sera from "normal" controls. 
Although one HAV patient (lane 36) appears to contain anti-NANBs-i -1 antibodies, it is possible that this 
patient had been previously infected with HCV, since the incidence of NANBH is very high and since it is 
55 often subclinical. 

These serological studies indicate that the cDNA in clone 5-1-1 encodes epitopes which are recognized 
specifically by sera from patients and animals infected with BB-NANBV. In addition, the cDNA does not 
appear to be derived from the primate genome. A hybridization probe made from clone 5-1-1 or from clone 
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81 did not hybridize to "Southern" blots of control human and chimpanzee genomic DNA from uninfected 
individuals under conditions where unique, single-copy genes are detectable. These probes also did not 
hybridize to Southern blots of control bovine genomic DNA. 

5 IV.B.4. Expression of the Polypeptide Encoded in a Composite of the HCV cDNAs in Clones 36, 81 and 32 

The HCV polypeptide which is encoded in the ORF which extends through clones 36, 81 and 32 was 
expressed as a fusion polypeptide with SOD. This was accomplished by inserting the composite cDNA, 
C100, into an expression cassette which contains the human superoxide dismutase gene, inserting the 

to expression cassette into a yeast expression vector, and expressing the polypeptide in yeast. 

An expression cassette containing the composite C100 cDNA derived from clones 36, 81, and 32, was 
constructed by inserting the ~1270bp EcoRI fragment into the EcoRI site of the vector pS3-56 (also called 
pS356), yielding the plasmid pS3-56 C ioo- The construction of C100 is described in Section IVA16, supra. 
The vector pS3-56, which is a pBR322 derivative, contains an expression cassette which is comprised 

r5 of the ADH2/GAPDH hybrid yeast promoter upstream of the human superoxide dismutase gene, and a 
downstream GAPDH transcription terminator. A similar cassette, which contains these control elements and 
the superoxide dismutase gene has been described in Cousens et al. (1987), and in copending application 
EPO 196,056, published October 1, 1986, which is commonly owned by the herein assignee. The cassette 
in pS3-56, however, differs from that in Cousens et al. (1987) in that the heterologous proinsulin gene and 

20 the immunoglobulin hinge are deleted, and in that the gtni 5 4 of the superoxide dismutase is followed by an 
adaptor sequence which contains an EcoRI site. The sequence of the adaptor is: 

5 ' -AAT TTG GGA ATT CCA TAA TGA G -3' 
25 AC CCT TAA GGT ATT ACT CAG CT 

The EcoRI site allows the insertion of heterologous sequences which, when expressed from a vector 
containing the cassette, yield polypeptides which are fused to superoxide dismutase via an oligopeptide 
30 linker containing the amino acid sequence: 
-asn-leu-gly-ile-arg-. 

A sample of pS356 has been deposited on 29 April 1988 under the terms of the Budapest Treaty with 
the American Type Culture Collection (ATCC), 12301 Parklawn Dr., Rockville, Maryland 20853, and has 
been assigned Accession No. 67683. The terms and conditions for availability and access to the deposit, 

35 and for maintenance of the deposit are the same as those specified in Section 1 1. A., for strains containing 
NANBV-cDNAs. This deposit is intended for convenience only, and is not required to practice the present 
invention in view of the description here. The deposited material is hereby incorporated herein by reference. 

After recombinants containing the C100 cDNA insert in the correct orientation were isolated, the 
expression cassette containing the C100 cDNA was excised from pS3-56 C ioo with BamHI, and a fragment of 

40 "3400bp which contains the cassette was isolated and purified. This fragment was then inserted into the 
BamHI site of the yeast vector pAB24. 

Plasmid pAB24, the significant features of which are shown in Fig. 35, is a yeast shuttle vector which 
contains the complete 2 micron sequence for replication [Broach (1981)1 and pBR322 sequences. It also 
contains the yeast URA3 gene derived from plasmid YEp24 [Botstein et al. (1979)], and the yeast LEU 2d 

45 gene derived from plasmid pC1/1. EPO Pub. No. 116,201. Plasmid pAB24 was constructed by digesting 
YEp24 with EcoRI and religating the vector to remove the partial 2 micron sequences. The resulting 
plasmid, YEP24deltaRI, was linearized by digestion with Clal and ligated with the complete 2 micron 
plasmid which had been linearized with Clal. The resulting plasmid, pCBou, was then digested with Xbal 
and the 8605 bp vector fragment was gel isolated. This isolated Xbal fragment was ligated with a 4460 bp 

so Xbal fragment containing the LEU 2d gene isolated from pC1/1; the orientation of the LEU 2d gene is in the 
same direction as the URA3 gene. Insertion of the expression was in the unique BamHI site of the pBR322 
sequence, thus interrupting the gene for bacterial resistance to tetracycline. 

The recombinant plasmid which contained the SOD-C100 expression cassette, pAB24C100-3, was 
transformed into yeast strain JSC 308, as well as into other yeast strains. The cells were transformed as 

55 described by Hinnen et al. (1978), and plated onto ura-selective plates. Single colonies were inoculated into 
leu-selective media and grown to saturation. The culture was induced to express the SOD-C100 polypeptide 
(called C100-3) by growth in YEP containing 1% glucose. 
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Strain JSC 308 is of the genotype MAT @, Ieu2, ura3(del) DM15 (GAP/ADR1 ) integrated at the ADR1 
locus. In JSC 308, over-expression of the positive activator gene product, ADR1 . results in hyperderepres- 
sion (relative to an ADR1 wild type control) and significantly higher yields of expressed heterologous 
proteins when such proteins are synthesized via an ADH2 UAS regulatory system. A sample of JSC 308 
5 has been deposited on 5 May 1988 with the ATCC under the conditions of the Budapest Treaty, and has 
been assigned Accession No. 20879. The terms and conditions for availability and access to the deposit, 
and for maintenance of the deposit are the same as those specified in Section 1 1. A., for strains containing 
HCV cDNAs. 

The complete C100-3 fusion polypeptide encoded in pAB24C100-3 should contain 154 amino acids of 
70 human SOD at the amino-terminus, 5 amino acid residues derived from the synthetic adaptor containing the 
EcoRI site, 363 amino acid residues derived from C100 cDNA, and 5 carboxy-terminal amino acids derived 
from the MS2 nucleotide sequence adjoining the HCV CDNA sequence in clone 32. (See Section IV.A.7.) 
The putative amino acid sequence of the carboxy-terminus of this polypeptide, beginning at the penultimate 
Ala residue of SOD, is shown in Fig. 36; also shown is the nucleotide sequence encoding this portion of the 
75 polypeptide. 

IV.B.5. Identification of the Polypeptide Encoded within C100 as an NANBH Associated Antigen 

The C 100-3 fusion polypeptide expressed from plasmid pAB24C 100-3 in yeast strain JSC 308 was 

20 characterized with respect to size, and the polypeptide encoded within C100 was identified as an NANBH- 
associated antigen by its immunological reactivity with serum from a human with chronic NANBH. 

The C 100-3 polypeptide, which was expressed as described in Section IV.B.4., was analyzed as follows. 
Yeast JSC 308 cells were transformed with pAB24, or with pAB24C 100-3, and were induced to express the 
heterologous plasmid encoded polypeptide. The induced yeast cells in 1 ml of culture (OD550 nm ~20) were 

25 pelleted by centrifugation at 10,000 rpm for 1 minute, and were lysed by vortex ing them vigorously (10 x 1 
min) with 2 volumes of solution and 1 volume of glass beads (0.2 millimicron diameter). The solution 
contained 50 mM Tris-HCI, pH 8.0, 1 mM EDTA, 1mM phenylmethylsulphonyl fluoride (PMSF), and 1 
microgram/ml pepstatin. Insoluble material in the lysate, which includes the C 100-3 polypeptide, was 
collected by centrifugation (10,000 rpm for 5 minutes), and was dissolved by boiling for 5 minutes in 

30 Laemmli SDS sample buffer. [See Laemmli (1970)]. An amount of polypeptides equivalent to that in 0.3 ml 
of the induced yeast culture was subjected to electrophoresis through 10% polyacrylamide gels in the 
presence of SDS according to Laemmli (1970). Protein standards were co-electrophoresed on the gels. Gels 
containing the expressed polypeptides were either stained with Coomassie brilliant blue, or were subjected 
to "Western" blotting as described in Section IV.B.2., using serum from a patient with chronic NANBH to 

35 determine the immunological reactivity of the polypeptides expressed from pAB24 and from pAB24C100-3. 

The results are shown in Rg. 37. In Fig. 37A the polypeptides were stained with Coomassie brilliant 
blue. The insoluble polypeptide(s) from JSC 308 transformed with pAB24 and from two different colonies of 
JSC transformed with pAB24Cl00-3 are shown in lane 1 (pAB24), and lanes 2 and 3, respectively. A 
comparison of lanes 2 and 3 with lane 1 shows the induced expression of a polypeptide corresponding to a 

40 molecular weight of "54,000 daltons from JSC 308 transformed with pAB24Cl00-3, which is not induced in 
JSC 308 transformed with pAB24. This polypeptide is indicated by the arrow. 

Fig. 37B shows the results of the Western blots of the insoluble polypeptides expressed in JSC 308 
transformed with pAB24 (lane 1), or with pAB24Cl00-3 (lane 2). The polypeptides expressed from pAB24 
were not immunologically reactive with serum from a human with NANBH. However, as indicated by the 

45 arrow, JSC 308 transformed with pAB24C100-3 expressed a polypeptide of "54,000 dalton molecular weight 
which did react immunologically with the human NANBH serum. The other immunologically reactive 
polypeptides in lane 2 may be degradation and/or aggregation products of this "54,000 dalton polypeptide. 

IV.B.6. Purification of Fusion Polypeptide C100-3 

50 

The fusion polypeptide, C100-3, comprised of SOD at the N-terminus and in-frame C100 HCV- 
polypeptide at the C-terminus was purified by differential extraction of the insoluble fraction of the extracted 
host yeast cells in which the polypeptide was expressed. 

The fusion polypeptide, C100-3, was expressed in yeast strain JSC 308 transformed with pAB24C100-3, 
55 as described in Section IV.B.4. The yeast cells were then lysed by homogenization, the insoluble material in 
the lysate was extracted at pH 12.0, and C100-3 in the remaining insoluble fraction was solubilized in buffer 
containing SDS. 
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The yeast iysate was prepared essentially according to Nagahuma et al. (1984). A yeast cell suspension 
was prepared which was 33% cells (v/v) suspended in a solution (Buffer A) containing 20 mM Tris HCI, pH 
8.0, 1 mM dithiothreitol. and 1 mM phenylmethylsulfonyffluoride (PMSF). An aliquot of the suspension (15 
ml) was mixed with an equal volume of glass beads (0.45-0.50 mm diameter), and the mixture was vortexed 

5 at top speed on a Super Mixer (Lab Line Instruments, Inc.) for 8 min. The homogenate and glass beads 
were separated, and the glass beads were washed 3 times with the same volume of Buffer A as the original 
packed cells. After combining the washes and homogenate, the insoluble material in the Iysate was obtained 
by centrifuging the homogenate at 7,000 x g for 1 5 minutes at 4 • C, resuspending the pellets in Buffer A 
equal to twice the volume of original packed cells, and re-pelleting the material by centrifugation at 7,000 x 

10 g for 15 min. This washing procedure was repeated 3 times. 

The insoluble material from the Iysate was extracted at pH 12.0 as follows. The pellet was suspended in 
buffer containing 0.5 M NaCI, 1 mM EDTA, where the suspending volume was equal to 1.8 times the of the 
original packed cells. The pH of the suspension was adjusted by adding 0.2 volumes of 0.4 M Na 
phosphate buffer, pH 12.0. After mixing, the suspension was centrifuged at 7,000 x g for 15 min at 4*C, and 

75 the supernatant removed. The extraction was repeated 2 times. The extracted pellets were washed by 
suspending them in 0.5 M NaCI, 1 mM EDTA, using a suspension volume equal to two volumes of the 
original packed cells, followed by centrifugation at 7,000 x g for 15 min at 4*C. 

The C100-3 polypeptide in the extracted petlet was solubilized by treatment with SDS. The pellets were 
suspended in Buffer A equal to 0.9 volumes of the original packed cell volume, and 0.1 volumes of 2% SDS 

20 was added. After the suspension was mixed, it was centrifuged at 7,000 x g for 15 min at 4*C. The 
resulting pellet was extracted 3 more times with SDS. The resulting supernatants, which contained C 10O-3 
were pooled. 

This procedure purifies C 100-3 more than 10-fold from the insoluble fraction of the yeast homogenate, 
and the recovery of the polypeptide is greater than 50%., 
25 The purified preparation of fusion polypeptide was analyzed by polyacrylamide gel electrophoresis 
according to Laemmli (1970). Based upon this analysis, the polypeptide was greater than 80% pure, and 
had an apparent molecular weight of "54,000 daltons. 

IV.C. Identification of RNA in Infected Individuals Which Hybridizes to HCV cDNA . 

30 

IV.C.1. Identification of RNA in the Liver of a Chimpanzee With NANBH Which Hybridizes to HCV cDNA . 

RNA from the liver of a chimpanzee which had NANBH was shown to contain a species of RNA which 
hybridized to the HCV cDNA contained within clone 81 by Northern blotting, as follows. 

35 RNA was isolated from a liver biopsy of the chimpanzee from which the high titer plasma was derived 
(see Section IV.A.1.) using techniques described in Maniatis et al. (1982) for the isolation of total RNA from 
mammalian cells, and for its separation into poly A + and poly A~ fractions. These RNA fractions were 
subjected to electrophoresis on a formaldehyde/agarose gel (1% w/v), and transferred to nitrocellulose. 
(Maniatis et al. (1982)). The nitrocellulose filters were hybridized with radiolabeled HCV CDNA from clone 

40 81 (see Pig. 4 for the nucleotide sequence of the insert.) To prepare the radiolabeled probe, the HCV cDNA 
insert isolated from clone 81 was radiolabeled with by nick translation using DNA Polymerase I (Maniatis 
et al. (1982)). Hybridization was for 18 hours at 42* C in a solution Containing 10% (w/v) Dextran sulphate, 
50% (w/v) deionized formamide. 750 mM NaCI, 75 mM Na citrate, 20 mM Na2HPO*. pH 6.5, 0.1% SDS, 
0.02% (w/v) bovine serum albumin (BSA), 0.02% (w/v) Ficoll-400, 0.02% (w/v) polyvinylpyrrolidone, 100 

45 micrograms/ml salmon sperm DNA which had been sheared by sonication and denatured, and 10 6 CPM/ml 
of the nick-translated CDNA probe. 

An autoradiograph of the probed filter is shown in Fig. 38. Lane 1 contains ^P-labeled restriction 
fragment markers. Lanes 2-4 contain chimpanzee liver RNA as follows: lane 2 contains 30 micrograms of 
total RNA; lane 3 contains 30 micrograms of poly A- RNA; and lane 4 contains 20 micrograms of poly A + 

so RNA. As shown in Fig. 38, the liver of the chimpanzee with NANBH contains a heterogeneous population of 
related poly A+ RNA molecules which hybridizes to the HCV CDNA probe, and which appears to be from 
about 5000 nucleotides to about 1 1 ,000 nucleotides in size. This RNA, which hybridizes to the HCV cDNA, 
could represent viral genomes and/or specific transcripts of the viral genome. 

The experiment described in Section IV.C.2., infra, is consistent with the suggestion that HCV contains 

55 an RNA genome. 
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IV.C.2. Identification of HCV Derived RNA in Serum from Infected Individuals . 

Nucleic acids were extracted from particles isolated from high titer chimpanzee NANBH plasma as 
described in Section IVA1.. Aliquots (equivalent to 1 ml of original plasma) of the isolated nucleic acids 

5 were resuspended in 20 microliters 50 mM Hepes, pH 7.5, 1 mm EOTA and 16 microg rams/ml yeast 
soluble RNA. The samples were denatured by boiling for 5 minutes followed by immediate freezing, and 
were treated with RNase A (5 microliters containing 0.1 mg/ml RNase A in 25 mM EDTA, 40 mM Hepes, pH 
7.5) or with DNase I (5 microliters containing 1 unit DNase I in 10 mM MgCfe, 25 mM Hepes, pH 7.5); 
control samples were incubated without enzyme. Following incubation, 230 microliters of ice-cold 2XSSC 

10 containing 2 micrograms/ml yeast soluble RNA was added, and the samples were filtered on a nitrocellulose 
filter. The filters were hybridized with a cDNA probe from clone 81, which had been ^P-labeled by nick- 
translation. Fig. 39 shows an autoradiograph of the filter. Hybridization signals were detected in the DNase 
treated and control samples (lanes 2 and 1, respectively), but were not detected in the RNase treated 
sample (lane 3). Thus, since RNase A treatment destroyed the nucleic acids isolated from the particles, and 

75 DNase I treatment had no effect, the evidence strongly suggests that the HCV genome is composed of 
RNA. 

IV.C.3. Detection of Amplified HCV Nucleic Acid Sequences derived from HCV Nucleic Acid Sequences in 
Liver and Plasma Specimens from Chimpanzees with NANBH 

20 

HCV nucleic acids present in liver and plasma of chimpanzees with NANBH, and in control chim- 
panzees, were amplified using essentially the polymerase chain reaction (PCR) technique described by 
Saiki et al. (1986). The primer oligonucleotides were derived from the HCV cDNA sequences in clone 81, or 
clones 36 and 37. The amplified sequences were detected by gel electrophoresis and Southern blotting, 

25 using as probes the appropriate cDNA oligomer with a sequence from the region between, but not 
including, the two primers. 

Samples of RNA Containing HCV sequences to be examined by the amplification system were isolated 
from liver biopsies of three chimpanzees with NANBH, and from two control chimpanzees. The isolation of 
the RNA fraction was by the guanidinium thiocyanate procedure described in Section IV.C.1. 

30 Samples of RNA which were to be examined by the amplification system were also isolated from the 
plasmas of two chimpanzees with NANBH, and from one control chimpanzee, as well as from a pool of 
plasmas from control chimpanzees. One infected chimpanzee had a CID/ml equal to or greater than 10 6 , 
and the other infected chimpanzee had a CID/ml equal to or greater than 10 5 . 

The nucleic acids were extracted from the plasma as follows. Either 0.1 ml or 0.01 ml of plasma was 

35 diluted to a final volume of 1.0 ml, with a TENB/proteinase K/SDS solution (0.05 M Tris-HCL, pH 8.0, 0.001 
M EDTA, 0.1 M NaCI, 1 mg/ml Proteinase K, and 0.5% SDS) containing 10 micrograms/ml polyadenylic 
acid, and incubated at 37 *C for 60 minutes. After this proteinase K digestion, the resultant plasma fractions 
were deproteinized by extraction with TE (10.0 mM Tris-HCI, pH 8.0, 1 mM EDTA) saturated phenol. The 
phenol phase was separated by centrifugation, and was reextracted with TENB containing 0.1% SDS. The 

40 resulting aqueous phases from each extraction were pooled, and extracted twice with an equal volume of 
phenol/chloroform/isoamyl alcohol [1:1(99:2)], and then twice with an equal volume of a 99:1 mixture of 
chloroform/isoamyl alcohol. Following phase separation by centrifugation, the aqueous phase was brought to 
a final concentration of 0.2 M Na Acetate, and the nucleic acids were precipitated by the addition of two 
volumes of ethanol. The precipitated nucleic acids were recovered by ultracentrifugation in a SW 41 rotor at 

45 38 K, for 60 minutes at 4 • C. 

In addition to the above, the high titer chimpanzee plasma and the pooled control plasma alternatively 
were extracted with 50 micrograms of poly A carrier by the procedure of Chomcyzski and Sacchi (1987). 
This procedure uses an acid guanidinium thiocyanate extraction. RNA was recovered by centrifugation at 
10,000 RPM for 10 minutes at 4* C in an Eppendorf microfuge. 

so On two occasions, prior to the synthesis of cDNA in the PCR reaction, the nucleic acids extracted from 
plasma by the proteinase K/SDS/phenol method were further purified by binding to and elution from S and 
S Eiutip-R Columns. The procedure followed was according to the manufacturer's directions. 

The cDNA used as a template for the PCR reaction was derived from the nucleic acids (either total 
nucleic acids or RNA) prepared as described above. Following ethanol precipitation, the precipitated nucleic 

55 acids were dried, and resuspended in DEPC treated distilled water. Secondary structures in the nucleic 
acids were disrupted by heating at 65 *C for 10 minutes, and the samples were immediately cooled on ice. 
cDNA was synthesized using 1 to 3 micrograms of total chimpanzee RNA from liver, or from nucleic acids 
(or RNA) extracted from 10 to 100 microliters of plasma. The synthesis utilized reverse transcriptase, and 
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was in a 25 microliter reaction, using the protocol specified by the manufacturer. BRL. The primers for 
cDNA synthesis were those also utilized in the PCR reaction, described below. All reaction mixtures for 
cDNA synthesis contained 23 units of the RNAase inhibitor, RNASIN (Rsher/Promega). Following cDNA 
synthesis, the reaction mixtures were diluted with water, boiled for 10 minutes, and quickly chilled on ice. 
5 The PCR reactions were performed essentially according to the manufacturer's directions (Cetus- 
Perkin-Elmer), except for the addition of 1 microgram of RNase A. The reactions were carried out in a final 
volume of 100 microliters. The PCR was performed for 35 cycles, utilizing a regimen of 37 *C, 72 *C. and 
94 *C. 

The primers for cDNA synthesis and for the PCR reactions were derived from the HCV cDNA 
10 sequences in either clone 81, clone 36, or clone 37b. (The HCV cDNA sequences of clones 81. 36, and 37b 
are shown in Figs. 4, 5, and 10, respectively.) The sequences of the two 16-mer primers derived from clone 
81 were: 

is 5' CAA TCA TAC CTG ACA G 3' 

and 

5 ' GAT AAC CTC TGC CTG A3'. 

20 

The sequence of the primer from clone 36 was: 

5' GCA TGT CAT GAT GTA T 3\ 
The sequence of the primer from clone 37b was: 
5' ACA ATA CGT GTG TCA C 3\ 

25 In the PCR reactions, the primer pairs consisted of either the two 16-mers derived from clone 81, or the 16- 
mer from clone 36 and the 16-mer from clone 37b. 

The PCR reaction products were analyzed by separation of the products by alkaline gel electrophoresis, 
followed by Southern blotting, and detection of the amplified HCV-cDNA sequences with a ^P-labeled 
internal oligonucleotide probe derived from a region of the HCV cDNA which does not overlap the primers. 

30 The PCR reaction mixtures were extracted with phenol/chloroform, and the nucleic acids precipitated from 
the aqueous phase with salt and ethanol. The precipitated nucleic acids were collected by centrifugation, 
and dissolved in distilled water. Aliquots of the samples were subjected to electrophoresis on 1 .8% alkaline 
agarose gels. Single stranded DNA of 60, 108, and 161 nucleotide lengths were co-electrophoresed on the 
gels as molecular weight markers. After electrophoresis, the DNAs in the gel were transferred onto Biorad 

35 Zeta Probe™ paper. Prehybridization and hybridization, and wash conditions were those specified by the 
manufacturer (Biorad). 

The probes used for the hybridization-detection of amplified HCV cDNA sequences were the following. 
When the pair of PCR primers were derived from clone 81, the probe was an 108-mer with a sequence 
corresponding to that which is located in the region between the sequences of the two primers. When the 

40 pair of PCR primers were derived from clones 36 and 37b, the probe was the nick-translated HCV cDNA 
insert derived from clone 35. The primers are derived from nucleotides 155-170 of the clone 37b insert, and 
206-268 of the clone 36 insert. The 3'-end of the HCV cDNA insert in clone 35 overlaps nucleotides 1-186 
of the insert in clone 36; and the 5'-end of clone 35 insert overlaps nucleotides 207-269 of the insert in 
clone 37b. (Compare Figs. 5, 8 and 10.) Thus, the cDNA insert in clone 35 spans part of the region between 

45 the sequences of the clone 36 and 37b derived primers, and is useful as a probe for the amplified 
sequences which include these primers. 

Analysis of the RNA from the liver specimens was according to the above procedure utilizing both sets 
of primers and probes. The RNA from the liver of the three chimpanzees with NANBH yielded positive 
hybridization results for amplification sequences of the expected size (161 and 586 nucleotides for 81 and 

so 36 and 37b, respectively), while the control chimpanzees yielded negative hybridization results. The same 
results were achieved when the experiment was repeated three times. 

Analysis of the nucleic acids and RNA from plasma was also according to the above procedure utilizing 
the primers and probe from clone 81 . The plasmas were from two chimpanzees with NANBH, from a control 
chimpanzee, and pooled plasmas from control chimpanzees. Both of the NANBH plasmas contained nucleic 

55 acids/RNA which yielded positive results in the PCR amplified assay, while both of the control plasmas 
yielded negative results. These results have been repeatably obtained several times. 
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IV.D. Radioimmunoassay for Detecting HCV Antibodies in Serum from Infected Individuals 



Solid phase radioimmunoassays to detect antibodies to HCV antigens were developed based upon Tsu 
and Herzenberg (1980). Microtiter plates (Immulon 2, Removawell strips) are coated with purified polypep- 

5 tides containing HCV epitopes. The coated plates are incubated with either human serum samples 
suspected of containing antibodies to the HCV epitopes, or to appropriate controls. During incubation, 
antibody, if present, is immunologically bound to the solid phase antigen. After removal of the unbound 
material and washing of the microtiter plates, complexes of human antibody-NANBV antigen are detected 
by incubation with 125 (-labeled sheep anti-human immunoglobulin. Unbound labeled antibody is removed by 

io aspiration, and the plates are washed. The radioactivity in individual wells is determined; the amount of 
bound human anti-HCV antibody is proportional to the radioactivity in the well. 

IV.D.1 . Purification of Fusion Polypeptide SOD-NANBs -i -1 . 

75 The fusion polypeptide SOD-NANB5-1-1 , expressed in recombinant bacteria as described in Section 
IV.B.1., was purified from the recombinant E. coli by differential extraction of the cell extracts with urea, 
followed by chromatography on anion and cationexchange columns as follows. 

Thawed cells from 1 liter of culture were resuspended in 10 ml of 20% (w/v) sucrose containing 0.01 M 
Tris HCI, pH 8.0, and 0.4 ml of 0.5M EDTA, pH 8.0 was added. After 5 minutes at 0*C, the mixture was 

20 centrifuged at 4,000 x g for 10 minutes. The resulting pellet was suspended in 10 ml of 25% (w/v) sucrose 
containing 0.05 M Tris HCI, pH 8.0, 1 mM phenylmethylsulfonylfluoride (PMSF) and 1 microgram/ml 
pepstatin A, followed by addition of 0.5 ml lysozyme (10 mg/ml) and incubation at 0*C for 10 minutes. After 
the addition of 10 ml 1% (v/v) Triton X-100 in 0.05 M Tris HCI, pH 8.0, 1 mM EDTA, the mixture was 
incubated an additional 10 min at 0*C with occasional shaking. The resulting viscous solution was 

25 homogenized by passage 6 times through a sterile 20-gauge hypodermic needle, and centrifuged at 13,000 
x g for 25 minutes. The pelleted material was suspended in 5 ml of 0.01 M Tris HCI pH 8.0, and the 
suspension centrifuged at 4,000 x g for 10 minutes. The pellet, which contained SOD-NANB5-1 -1 fusion 
protein, was dissolved in 5 ml of 6 M urea in 0.02 M Tris HCI, pH 8.0, 1 mM dithiothreitol (Buffer A), and 
was applied to a column of Q-Sepharose Fast Flow equilibrated with Buffer A. Polypeptides were eluted 

30 with a linear gradient of 0.0 to 0.3 M NaCI in Buffer A. After elution, fractions were analyzed by 
polyacrylamide gel electrophoresis in the presence of SDS to determine their content of SOD-NANBs-1-1 . 
Fractions containing this polypeptide were pooled, and dialyzed against 6 M urea in 0.02 M sodium 
phosphate buffer, pH 6.0, 1 mM dithiothreitol (Buffer B). The dialyzed sample was applied on a column of 
S-Seph arose Fast Flow equilibrated with Buffer B, and polypeptides eluted with a linear gradient of 0.0 to 

35 0.3 M NaCI in Buffer B. The fractions were analyzed by polyacrylamide gel electrophoresis for the presence 
of SOD-NANB5-1-1, and the appropriate fractions were pooled. 

The final preparation of SOD-NANBs-1-1 polypeptide was examined by electrophoresis on 
polyacrylamide gels in the presence of SDS. Based upon this analysis, the preparation was more than 80% 
pure. 

40 

IV.D.2. Purification of Fusion Polypeptide SOD-NANB si . 

The fusion polypeptide SOD-NANBsi, expressed in recombinant bacteria as described in Section 
IV.B.2., was purified from recombinant E. coli by differential extraction of the cell extracts with urea, followed 
45 by chromatography on anion and cation exchange columns utilizing the procedure described for the 
isolation of fusion polypeptide SOD-NANB5-1-1 (See Section IV.D.1.). 

The final preparation of SOD-NANBsi polypeptide was examined by electrophoresis on polyacrylamide 
gels in the presence of SDS. Based upon this analysis, the preparation was more than 50% pure. 

so IV.D.3. Detection of Antibodies to HCV Epitopes by Solid Phase Radioimmunoassa y. 

Serum samples from 32 patients who were diagnosed as having NANBH were analyzed by radioim- 
munoassay (RIA) to determine whether antibodies to HCV epitopes present in fusion polypeptides SOD- 
NANB5-1-1 and SOD-NANBsi were detected. 
55 Microtiter plates were coated with SOD-NANBs-1-1 or SOD-NANBsi, which had been partially purified 
according to Sections IV.D.1. and IV.D.2., respectively. The assays were conducted as follows. 

One hundred microliter aliquots containing 0.1 to 0.5 micrograms of SOD-NANB5-1-1 or SOD-NANBsi 
in 0.125 M Na borate buffer, pH 8.3, 0.075 M NaCI (BBS) was added to each well of a microtiter plate 
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(Dynatech Immulon 2 Removawell Strips). The plate was incubated at 4*C overnight in a humid chamber, 
after which, the protein solution was removed and the wells washed 3 times with BBS containing 0.02% 
Triton X-100 (BBST). To prevent non-specific binding, the wells were coated with bovine serum albumin 
(BSA) by addition of 100 microliters of a 5 mg/ml solution of BSA in BBS followed by incubation at room 

5 temperature for 1 hour; after this incubation the BSA solution was removed. The polypeptides in the coated 
wells were reacted with serum by adding 100 microliters of serum samples diluted 1:100 in 0.01 M Na 
phosphate buffer, pH 7.2, 0.15 M NaCI (PBS) containing 10 mg/ml BSA. and incubating the serum 
containing wells for 1 hr at 37 * C. After incubation, the serum samples were removed by aspiration, and the 
wells were washed 5 times with BBST. Anti-NANBs-i-i and Anti-NANBsi bound to the fusion polypeptides 

10 was determined by the binding of 125 1- labeled F(ab)2 sheep anti-human IgG to the coated wells. Altquots of 
100 microliters of the labeled probe (specific activity 5-20 microcuries/microgram) were added to each well, 
and the plates were incubated at 37 • C for 1 hour, followed by removal of excess probe by aspiration, and 5 
washes with BBST. The amount of radioactivity bound in each well was determined by counting in a counter 
which detects gamma radiation. 

75 The results of the detection of anti-NANBs-i-i and anti-NANBsi in individuals with NANBH is 
presented in Table 1 . 
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NANB, KAV and HBV Hepatitis Patients 



10 



15 



20 



25 



30 



35 



40 



Patient 
ne feirence 



S/N 



Number 


Diaonosis 


Anti 


-5-1-1 


Anti 


-81 


i , 


28 l 


2 

Chronic mamb r vd 


n 

w 






T ft 






Chronic NANB, I VD 


1 


1 4 


e 


1 A 
> 1 % 






Chronic NAHB . IVD 


2 


. 1 1 
• * • 




* W J 


2 . 




AVH , NAHB, Sporadic 


1 


.09 


1 


.05 






Chronic, NAHB 


33 


.89 


11 


. 39 






Chronic, NANB 


36 


.22 


13 


.67 




30 l 


AVH , NANB , Z VD 


1 


.90 


1 


.54 






Chronic NANB, IVD 


34 


. 17 


30 


.28 








32 


. 4 5 


30 


. 64 


4 . 


31 




I© 


. 09 


8 


.05 


5. 


32 1 


T*JIP* IVU || ft MB TVTF% 

mwi AVfi iiAne, i v u 


0 


. 07 


0 


. 94 






Late AVH NANB, IVD 


0 


.73 


0 


.68 


c 


J J 


AVH, NANB, IVD 


1 


.66 


i 


. 96 






AVU UiNA Tim 


• 
1 


• 5 3 


0 


. 56 


7 . 


34 l 


Chronic NANB, PT 


34 


.40 


7 


. 55 






Chronic NANB, PT 


45 


55 


13 


. 11 






Chronic NANB, PT 


41 


.58 


13 


45 




35 l 


Chronic NANB, PT 


44 


.20 


15 


.48 


8 . 


AVH NANB, IVD 


31 


.92 


31 


.95 






"Healed" recent 


6 


.87 


4 


45 






NANB, AVH 








9 . 


36 


Late AVH NANB PT 


11 


.84 


5 


.79 


10. 


37 


AVH NANB, IVD 


6 


52 


1 


. 33 


11 . 


38 


Late AVH NANB, PT 


39 


.44 


39 


. 18 


12. 


39 


Chronic NANB, PT 


42 


.22 


37 


54 


13. 


40 


AVH, NANB, PT 


1 


.35 


1 


.17 


14. 


41 


Chronic NANB? PT 


0 


.35 


0 


.28 



50 



55 



45 



Patient 
Re f erence 
Number 


EP 0 318 216 B1 

* 

Diagnosis 


Anti 


-5-1-1 


Anti 


•81 


* 

»5. 42 


AVH, NANB, IVO 


6 


.25 


2 


.34 


16. 43 


Chronic NANB, FT 


0 


.74 


0 


.61 


17. 44 


AVH, NANB, PT 


5 


.40 


1 


.83 


»e. 45 


Chronic, NANB, PT 


0 


.52 


0 


.32 


19. 46 


AVH , NANB 


23 


■WW 


4 


4 S 




AVH, Type A 


1 


.60 


1 


35 


21 . 48 


AVH, Type A 


1 


.30 


0 


.66 




avh , *ype a 


1 


.44 


0 


. 74 


23- 50 


Resolved Recent AVH, 


0 


48 


o 


. 56 




Type A 








24 SI 


«vrt. Type A 


0 


• 68 


0 


.64 




Resolved AVH, Type A 


0 


.80 


0 


65 


25. 52 


Resolved Recent AVH, 


1 


.38 


1 


.04 




Type A 










Resolved Recent AVH, 


0 


.80 


o 


.65 




Type A 








26. 53 


AVH, Type A 


1 


85 


1 


. 16 




Resolved Recent AVH, 


1 


.02 


o 


.88 




Type A 








27. 54 


AVH, Type A 


1 


.35 


0 


. 74 


20. 55 


Late AVH , HBV 


o 


.58 


o 


. 55 




cnronic hbv 


0 


.84 


1 


.06 


30. 57 


Late AVH , HBV 


3 


.20 


1 


.60 


31. 58 


Chronic HBV 


0 


.47 


0 


46 


32. S9 1 


AVH, HBV 


0 


.73 


0 


.60 




Healed AVH, HBV 


0 


.43 


0 


.44 


33. 60 l 


AVH, HBV 


1 


.06 


0 


.92 




Healed AVH, HBV 


0 


75 


0 


.68 



46 



EP 0 318 216 B1 



Patient 

Reference S/N 





Number * 


Diaonos is 




Anti-5- 1-1 


An r i .01 


5 


34. 61 1 


AVH, HBV 

Heeled AVH, 


HBV 


1.66 
0.63 


0.61 
0- 36 




15. 62 1 


AVH, HBV 

Heeled AVH, 


HBV 


1.02 
041 


0.73 
0.42 


10 


*r, . 63 1 


AVH, HBV 

Heeled AVH, 


HBV 


1.24 
1.35 


1 .31 
0.45 




!7. 6< l 


AVH, HBV 

Heeled AVH, 


HBV 


0.62 
0.53 


0.79 
0.3' 


15 


10*. 65 l 


AVH, HBV 

Heeled avh. 


HBV 


0.95 
0.70 


0.92 
0.50 




J9. 66 l 


AVH, HBV 

Heeled AVH, 


HBV 


1.03 
1.71 


0. 68 

1. 39 



20 



Sequential serum samples available from these patients 
^ TVD-Intravenus Drug User 
^AVH«Acute viral hepatitis 
4 PT»Post transfusion 

25 

As seen in Table 1, 19 of 32 sera from patients diagnosed as having NANBH were positive with respect 
to antibodies directed against HCV epitopes present in SOD-NANB5-1-1 and SOD-NANBsi . 

However, the serum samples which were positive were not equally immunologically reactive with SOD- 

30 NANBs-i-t and SOD-NANBsi. Serum samples from patient No. 1 were positive to SOD-NANBsi but not to 
SOD-NANB5-1-1 . Serum samples from patients number 10, 15, and 17 were positive to SOD-NANBs-i -1 
but not to SOD-NANBsi. Serum samples from patients No. 3, 8, 11, and 12 reacted equally with both fusion 
polypeptides, whereas serum samples from patients No. 2, 4, 7, and 9 were 2-3 fold higher in the reaction 
to SOD-NANB5-1-1 than to SOD-NANBsi. These results suggest that NANB5-1-1 and NANBsi may 

35 contain at least 3 different epitopes; i.e., it is possible that each polypeptide contains at least 1 unique 
epitope, and that the two polypeptides share at least 1 epitope. 

IV.D.4. Specificity of the Solid Phase RIA for NANBH 

40 The specificity of the solid phase RIAs for NANBH was tested by using the assay on serum from 
patients infected with HAV or with HBV and on sera from control individuals. The assays utilizing partially 
purified SOD-NANB5-1-1 and SOD-NANBsi were conducted essentially as described in Section IV.D.3, 
except that the sera was from patients previously diagnosed as having HAV or HBV, or from individuals who 
were blood bank donors. The results for sera from HAV and HBV infected patients are presented in table 1 . 

45 The RIA was tested using 1 1 serum specimens from HAV infected patients, and 20 serum specimens from 
HBV infected patients. As shown in table 1, none of these sera yielded a positive immunological reaction 
with the fusion polypeptides containing BB-NANBV epitopes. 

The RIA using the NANB5-1-1 antigen was used to determine immunological reactivity of serum from 
control individuals. Out of 230 serum samples obtained from the normal blood donor population, only 2 

50 yielded positive reactions in the RIA (data not shown). It is possible that the two blood donors from whom 
these serum samples originated had previously been exposed to HCV. 

IV.D.5. Reactivity of NANB s-i-i During the Course of NANBH Infection . 

55 The presence of anti-NANBs-i -1 antibodies during the course of NANBH infection of 2 patients and 4 
chimpanzees was followed using RIA as described in Section IV.D.3. In addition the RIA was used to 
determine the presence or absence of anti-NANBs-,-! antibodies during the course of infection of HAV and 
HBV in infected chimpanzees. 
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The results, which are presented in Table 2, show that with chimpanzees and with humans, anti- 
NANBs-i-i antibodies were detected following the onset of the acute phase of NANBM infection. Anti- 
NANBs-1-1 antibodies were not detected in serum samples from chimpanzees infected with either HAV or 
HBV. Thus anti-NANBs-1-1 antibodies serve as a marker for an individual's exposure to HCV. 
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30 IV. E. Purification of Polyclonal Serum Antibodies to NAIMBs-i-i 



On the basis of the specific immunological reactivity of the SOD-NANB5-1-1 polypeptide with the 
antibodies in serum samples from patients with NANBH, a method was developed to purify serum 
antibodies which react immunologically with the epitope(s) in NANBs-1-1. This method utilizes affinity 

35 chromatography. Purified SOD-NANB5-1-1 polypeptide (see Section IV.D.t) was attached to an insoluble 
support; the attachment is such that the immobilized polypeptide retains its affinity for antibody to 
NANB5-1-1. Antibody in serum samples is absorbed to the matrix-bound polypeptide. After washing to 
remove non-specifically bound materials and unbound materials, the bound antibody is released from the 
bound SOD-HCV polypeptide by change in pH, and/or by chaotropic reagents, for example, urea. 

40 Nitrocellulose membranes containing bound SOD-NANB5-1-1 were prepared as follows. A nitrocel- 
lulose membrane, 2.1 cm Sartorius of 0.2 micron pore size, was washed for 3 minutes three times with 
BBS. SOD-NANB5-1-1 was bound to the membrane by incubation of the purified preparation in BBS at 
room temperature for 2 hours; alternatively it was incubated at 4*C overnight. The solution containing 
unbound antigen was removed, and the filter was washed three times with BBS for three minutes per wash. 

45 The remaining active sites on the membrane were blocked with BSA by incubation with a 5 mg/ml BSA 
solution for 30 minutes. Excess BSA was removed by washing the membrane with 5 times with BBS and 3 
times with distilled water. The membrane containing the viral antigen and BSA was then treated with 0.05 M 
glycine hydrochloride, pH 2.5, 0.10 M NaCI (GlyHCI) for 15 minutes, followed by 3 three minute washes 
with PBS. 

so Polyclonal anti-NANBs-i -1 antibodies were isolated by incubating the membranes containing the fusion 
polypeptide with serum from an individual with NANBH for 2 hours. After the incubation, the fitters were 
washed 5 times with BBS, and twice with distilled water. Bound antibodies were then eluted from each filter 
with 5 elutions of GlyHCI, at 3 minutes per elution. The pH of the eluates was adjusted to pH 8.0 by 
collecting each eluate in a test tube containing 2.0 M Tris HCI, pH 8.0. Recovery of the anti-NANBs-i -1 

55 antibody after affinity chromatography is approximately 50%. 

The nitrocellulose membranes containing the bound viral antigen can be used several times without 
appreciable decrease in binding capacity. To reuse the membranes, after the antibodies have been eluted 
the membranes are washed with BBS three times for 3 minutes. They are then stored in BBS at 4 • C. 
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IV.F. The Capture of HCV Particles from Infected Plasma Using Purified Human Polyclonal Anti-HCV 
Antibodies; Hybridization of the Nucleic Acid in the Captured Particles to HCV cDNA 



IV.F.1. The Capture of HCV Particles from Infected Plasma Using Human Polyclonal Anti-HCV Antibodies 

5 

Protein-nucleic acid complexes present in infectious plasma of a chimpanzee with NANBH were isolated 
using purified human polyclonal anti-HCV antibodies which were bound to polystyrene beads. 

Polyclonal anti-NANBs-1-1 antibodies were purified from serum from a human with NANBH using the 
SOD-HCV polypeptide encoded in clone 5-1-1. The method for purification was that described in Section 

70 IV.E. 

The purified anti-NANBs-i-i antibodies were bound to polystyrene beads (1/4" diameter, specular 
finish, Precision Plastic Ball Co., Chicago, Illinois) by incubating each at room temperature overnight with 1 
ml of antibodies (1 microgram/ml in borate buffered saline, pH 8.5). Following the overnight incubation, the 
beads were washed once with TBST [50 mM Tris HCI, pH 8.0, 150 mM NaCI, 0.05% (v/v) Tween 20], and 
\ ***7sT "then with'^hosptiate buffered saline (PfeS) containing 10 mg/ml BSA" ~ - ' 

Control beads were prepared in an identical fashion, except that the purified anti-NANBs-i-i antibodies 
were replaced with total human immunoglobulin. 

Capture of HCV from NANBH infected chimpanzee plasma using the anti-NANBs-t-i antibodies bound 
to beads was accomplished as follows. The plasma from a chimpanzee with NANBH used is described in 
20 Section IV.A.1 .. An aliquot (1 ml) of the NANBV infected chimpanzee plasma was incubated for 3 hours at 
37 *C with each of 5 beads coated with either anti-NANBs-i -1 antibodies, or with control immunoglobulins. 
The beads were washed 3 times with TBST. 

IV.F.2. Hybridization of the Nucleic Acid in the Captured Particles to NANBV-cDNA 

25 

The nucleic acid component released from the particles captured with anti-NANBs-i -i antibodies was 
analyzed for hybridization to HCV cDNA derived from clone 81 . 

HCV particles were captured from NANBH infected chimpanzee plasma, as described in IV.F.1. To 
release the nucleic acids from the particles, the washed beads were incubated for 60 min. at 37 * C with 0.2 
30 ml per bead of a solution containing proteinase k (1 mg/ml), 10 mM Tris HCI, pH 7.5, 10 mM EDTA, 0.25% 
(w/v) SDS, 10 micrograms/ml soluble yeast RNA, and the supernatant solution was removed. The 
supernatant was extracted with phenol and chloroform, and the nucleic acids precipitated with ethanol 
overnight at -20 • C. The nucleic acid precipitate was collected by centrifugation, dried, and dissolved in 50 
mM Hepes, pH 7.5. Duplicate aliquots of the soluble nucleic acids from the samples obtained from beads 
35 coated with anti-NANBs-i -i antibodies and with control beads containing total human immunoglobulin were 
filtered onto to nitrocellulose filters. The filters were hybridized with a ^P-labeled, nick-translated probe 
made from the purified HCV cDNA fragment in clone 81 . The methods for preparing the probe and for the 
hybridization are described in Section IV.C.1.. 

Autoradiographs of a probed filter containing the nucleic acids from particles captured by beads 
40 containing anti-NANBs-i-i antibodies are shown in Fig. 40. The extract obtained using the anti-NANBs-i-i 
antibody (AiA?) gave clear hybridization signals relative to the control antibody extract (Aa.A*) and to 
control yeast RNA (Bi,B2). Standards consisting of 1pg, 5pg, and 10pg of the purified, clone 81 cDNA 
fragment are shown in C1-3, respectively. 

These results demonstrate that the particles captured from NANBH plasma by anti-NANBs-i-i- 
45 antibodies contain nucleic acids which hybridize with HCV cDNA in clone 81, and thus provide further 
evidence that the cDNAs in these clones are derived from the etiologic agent for NANBH. 

IV.G. Immunological Reactivity of C100-3 with Purified Anti-NANBs-i-i Antibodies 



so The immunological reactivity of C100-3 fusion polypeptide with anti-NANBs-i -1 antibodies was deter- 
mined by a radioimmunoassay, in which the antigens which were bound to a solid phase were challenged 
with purified anti-NANBs-i -1 antibodies, and the antigen-antibody complex detected with 125 l-labeled sheep 
anti-human antibodies. The immunological reactivity of C100-3 polypeptide was compared with that of SOD- 
NAN B5-1-1 antigen. 

55 The fusion polypeptide C100-3 was synthesized and purified as described in Section IV.B.5. and in 
Section IV.B.6., respectively. The fusion polypeptide SOD-NANB5-1 -1 was synthesized and purified as 
described in Section IV.B.1. and in Section IV.D.1., respectively. Purified anti-NANBs-i -1 antibodies were 
obtained as described in Section IV.E. 
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One hundred microliter aJiquots containing varying amounts of purified C100-3 antigen in 0.1 25M Na 
borate buffer, pH 8.3, 0.075M NaCI (BBS) was added to each well of a mtcrotiter plate (Dynatech Immulon 2 
Removawell Strips). The plate was incubated at 4*C overnight in a humid chamber, after which, the protein 
solution was removed and the wells washed 3 times with BBS containing 0.02% Triton X-100 (BBST). To 

5 prevent non-specific binding, the wells were coated with BSA by addition of 100 microliters of a 5 mg/ml 
solution of BSA in BBS followed by incubation at room temperature for 1 hour, after which the excess BSA 
solution was removed. The polypeptides in the coated wells were reacted with purified anti-NANBs -1 -1 
antibodies by adding 1 microgram antibody/well, and incubating the samples for 1 hr at 37 *C. After 
incubation, the excess solution was removed by aspiration, and the wells were washed 5 times with BBST. 

70 Anti-NANBs -1 -i bound to the fusion polypeptides was determined by the binding of 12S (-labeled F'fabfe 
sheep anti-human IgG to the coated wells. Aliquots of 1 00 microliters of the labeled probe (specific activity 
5*20 microcuries/microgram) were added to each well, and the plates were incubated at 37*C for 1 hour, 
followed by removal of excess probe by aspiration, and 5 washes with BBST. The amount of radioactivity 
bound in each well was determined by counting in a counter which detects gamma radiation. 

75 " Trie results^oT the immunological reactivity of Cf 0(5 wtth^urified'anti-NAfsiBs -1 - i*as compared to that of 
NANB5-1-1 with the purified antibodies are shown in Table 3. 



Table 3 



Immunological Reactivity of C100-3 compared to NANB5-1 -1 by Radioimmunoassay 


AG(ng) 


RIA (cpm/assay) 




400 


320 


240 


160 


60 


0 


NANB5-1-1 


7332 


6732 


4954 


4050 


3051 


57 


C100-3 


7450 


6985 


5920 


5593 


4096 


67 



The results in Table 3 show that anti-NANBs -1-1 recognizes an epitope(s) in the C100 moiety of the 
C100-3 polypeptide. Thus NANB5-1-1 and C100 share a common epitope(s). The results suggest that the 
cDNA sequence encoding this NANBV epitope(s) is one which is present in both clone 5-1-1 and in clone 
81. 

IV.H. Characterization of HCV 

IV.H.1. Characterization of the Strandedness of the HCV Genome. 



The HCV genome was characterized with respect to its strandedness by isolating the nucleic acid 
fraction from particles captured on anti-NANBs -1 -1 antibody coated polystyrene beads, and determining 
whether the isolated nucleic acid hybridized with plus and/or minus strands of HCV cDNA. 

Particles were captured from HCV infected chimpanzee plasma using polystyrene beads coated with 
immunopurified anti-NANBs-i-i antibody as described in Section IV.F.1. The nucleic acid component of 
the particles was released using the method described in Section IV.F.2. Aliquots of the isolated genomic 
nucleic acid equivalent to 3 mis of high titer plasma were blotted onto nitrocellulose filters. As controls, 
aliquots of denatured HCV cDNA from clone 81 (2 picograms) was also blotted onto the same filters. The 
filters were probed with 32 P-labeled mixture of plus or mixture of minus strands of single stranded DNA 
cloned from HCV cDNAs; the cDNAs were excised from clones 40b, 81 , and 25c. 

The single stranded probes were obtained by excising the HCV cDNAs from clones 81, 40b, and 25c 
with EcoRI, and cloning the cDNA fragments in M13 vectors, mp18 and mp19 [Messing (1983)]. The M13 
clones were sequenced to determine whether they contained the plus or minus strands of DNA derived 
from the HCV cDNAs. Sequencing was by the dideoxychain termination method of Sanger et al. (1977). 

Each of a set of duplicate filters containing aliquots of the HCV genome isolated from the captured 
particles was hybridized with either plus or minus strand probes derived from the HCV cDNAs. Fig. 41 
shows the autoradiographs obtained from probing the NANBV genome with the mixture of probes derived 
from clones 81 , 40b, and 25c. This mixture was used to increase the sensitivity of the hybridization assay. 
The samples in panel I were hybridized with the plus strand probe mixture. The samples in panel II were 
probed by hybridization with the minus strand probe mixture. The composition of the samples in the panels 
of the tmmunoblot are presented in table 4. 
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Table 4 



lane 


A 


B 


1 


HCV genome 


• 


2 




* 


3 


* 


cDNA 81 


4 




cDNA 81 



* is an undescribed sample. 

10 

As seen from the results in Rg. 41 , only the minus strand DNA probe hybridizes with the isolated HCV 
genome. This result, in combination with the result showing that the genome is sensitive to RNase and not 
DNase (See Section IV.C.2.). suggests that the genome of NANBV is positive stranded RNA. 
' ' ' T5 " ' These data, and data from other laboratories concerning the physicochemical properties of a putative 
NANBV(s), are consistent with the possibility that HCV is a member of the Flaviviridae. However, the 
possibility that HCV represents a new class of viral agent has not been eliminated. 

IV.H.2. Detection of Sequences in Captured Particles Which When Amplified by PCR Hybridize to HCV 
20 cDNA Derived from Clone 81 



The RNA in captured particles was obtained as described in Section IV.H.1 . The analysis for sequences 
which hybridize to the HCV cDNA derived from clone 81 was carried out utilizing the PCR amplification 
procedure, as described in Section IV.C.3, except that the hybridization probe was a kinased oligonucleotide 
25 derived from the clone 81 cDNA sequence. The results showed that the amplified sequences hybridized 
with the clone 81 derived HCV cDNA probe. 

IV.H.3. Homology Between the Non-Structural Protein of Dengue Flavivirus (MNWWVD1) and the HCV 
Polypeptides Encoded by the Combined ORF of Clones 14i Through 39c 

30 

The combined HCV cDNAs of clones 14i through 39c contain one continuous ORF, as shown in Fig. 26. 
The polypeptide encoded therein was analyzed for sequence homology with the region of the non-structural 
polypeptide(s) in Dengue flavivirus (MNWVD1). The analysis used the Dayhoff protein data base, and was 
performed on a computer. The results are shown in Fig. 42, where the symbol (:) indicates an exact 

35 homology, and the symbol (.) indicates a conservative replacement in the sequence; the dashes indicate 
spaces inserted into the sequence to achieve the greatest homologies. As seen from the figure, there is 
significant homology between the sequence encoded in the HCV cDNA, and the non-structural polypeptide- 
(s) of Dengue virus. In addition to the homology shown in Fig. 42, analysis of the polypeptide segment 
encoded in a region towards the 3'-end of the cDNA also contained sequences which are homologous to 

40 sequences in the Dengue polymerase. Of consequence is the finding that the canonical Gly-Asp-Asp (GDD) 
sequence thought to be essential for RNA-dependent RNA polymerases is contained in the polypeptide 
encoded in HCV cDNA, in a location which is consistent with that in Dengue 2 virus. (Data not shown.) 

IV.H.4. HCV-DNA is Not Detectable in NANBH Infected Tissue 

45 

Two types of studies provide results suggesting that HCV-DNA is not detectable in tissue from an 
individual with NANBH. These results, in conjunction with those described in IV.C. and IV.H.1. and IV.H.2. 
provide evidence that HCV is not a DNA containing virus, and that its replication does not involve cDNA. 

so IV.HAa. Southern Blotting Procedure 

In order to determine whether NANBH infected chimpanzee liver contains detectable HCV-DNA (or 
HCV-cDNA). restriction enzyme fragments of DNA isolated from this source was Southern blotted, and the 
blots probed with ^P-labeled HCV cDNA. The results showed that the labeled HCV cDNA did not hybridize 
55 to the blotted DNA from the infected chimpanzee liver. It also did not hybridize to control blotted DNA from 
normal chimpanzee liver. In contrast, in a positive control, a labeled probe of the beta-interferon gene 
hybridized strongly to Southern blots of restriction enzyme digested human placental DNA. These systems 
were designed to detect a single copy of the gene which was to be detected with the labeled probe. 



52 



EP 0 318 216 B1 



DNAs were isolated from the livers of two chimpanzees with NANBH. Control DNAs were isolated from 
uninfected chimpanzee liver, and from human placentas. The procedure for extracting DNA was essentially 
according to Maniatis et al. (1982), and the DNA samples were treated with RNAse during the isolation 
procedure. 

5 Each DNA sample was treated with either EcoRI, Mbol, or Hindi (12 micrograms), according to the 
manufacturer's directions. The digested DNAs were electrophoresed on 1% neutral agarose gels, Southern 
blotted onto nitrocellulose, and the blotted material hybridized with the appropriate nick-translated probe 
cDNA (3 x 10 6 cpm/ml of hybridization mix). The DNA from infected chimpanzee liver and normal liver were 
hybridized with ^P-labeled HCV cDNA from clones 36 plus 81; the DNA from human placenta was 

10 hybridized with ^P-labeled DNA from the beta-interferon gene. After hybridization, the blots were washed 
under stringent conditions, i.e., with a solution containing 0.1 x SSC, 0.1% SDS, at 65*C. 
The beta-interferon gene DNA was prepared as described by Houghton et al (1981). 

IV.H.4.b. Amplification by the PCR Technique 

is 

In order to determine whether HCV-DNA could be detected in liver from chimpanzees with NANBH, 
DNA was isolated from the tissue, and subjected to the PCR amplification-detection technique using primers 
and probe polynucleotides derived from HCV cDNA from clone 81. Negative controls were DNA samples 
isolated from uninfected HepG2 tissue culture cells, and from presumably uninfected human placenta. 

20 Positive controls were samples of the negative control DNAs to which a known relatively small amount (250 
molecules) of the HCV cDNA insert from clone 81 was added. 

In addition, to confirm that RNA fractions isolated from the same livers of chimpanzees with NANBH 
contained sequences complementary to the HCV-cDNA probe, the PCR amplification-detection system was 
also used on the isolated RNA samples. 

25 In the studies, the DNAs were isolated by the procedure described in Section IV.H.4.a, and RNAs were 
extracted essentially as described by Chi rg win et al. (1981). 

Samples of DNA were isolated from 2 infected chimpanzee livers, from uninfected HepG2 cells, and 
from human placenta. One microgram of each DNA was digested with Hind I II according to the manufac- 
turer's directions. The digested samples were subjected to PCR amplification and detection for amplified 

30 HCV cDNA essentially as described in Section IV. C. 3., except that the reverse transcriptase step was 
omitted. The PCR primers and probe were from HCV cDNA clone 81, and are described in Section IV.C.3.. 
Prior to the amplification, for positive controls, a one microgram sample of each DNA was "spiked" by the 
addition of 250 molecules of HCV cDNA insert isolated from clone 81 . 

In order to determine whether HCV sequences were present in RNA isolated from the livers of 

35 chimpanzees with NANBH, samples containing 0.4 micrograms of total RNA were subjected to the 
amplification procedure essentially as described in Section IV.C.3., except that the reverse transcriptase was 
omitted from some of the samples as a negative control. The PCR primers and probe were from HCV cDNA 
clone 81 , as described supra. 

The results showed that amplified sequences complementary to the HCV cDNA probe were not 

40 detectable in the DNAs from infected chimpanzee liver, nor were they detectable in the negative controls. In 
contrast, when the samples, including the DNA from infected chimpanzee liver, was spiked with the HCV 
cDNA prior to amplification, the clone 81 sequences were detected in all positive control samples. In 
addition, in the RNA studies, amplified HCV cDNA clone 81 sequences were detected only when reverse 
transcriptase was used, suggesting strongly that the results were not due to a DNA contamination. 

45 These results show that hepatocytes from chimpanzees with NANBH contain no, or undetectable levels, 
of HCV DNA. Based upon the spiking study, if HCV DNA is present, it is at a level far below .06 copies per 
hepatocyte. In contrast, the HCV sequences in total RNA from the same liver samples was readily detected 
with the PCR technique. 

so IV.I. ELISA Determinations for HCV Infection Using HCV c100-3 As Test Antigen 

All samples were assayed using the HCV c100-3 ELISA. This assay utilizes the HCV c100-3 antigen 
(which was synthesized and purified as described in Section IV.B.5), and a horseradish peroxidase (HRP) 
conjugate of mouse monoclonal anti-human IgG. 
55 Plates coated with the HCV dOO-3 antigen were prepared as follows. A solution containing Coating 
buffer (50mM Na Borate, pH 9.0), 21 ml/plate, BSA (25 micrograms/ml), c100-3 (2.50 micrograms/ml) was 
prepared just prior to addition to the Removeawell Immulon I plates (Dynatech Corp.). After mixing for 5 
minutes, 0.2ml/well of the solution was added to the plates, they were covered and incubated for 2 hours at 
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37 • C, after which the solution was removed by aspiration. The wells were washed once with 400 microliters 
Wash Buffer (100 mM sodium phosphate, pH 7.4, 140 mM sodium chloride. 0.1% (W/V) casein, 1% (W/V) 
Triton x-100, 0.01% (W/V) Thimerosal). After removal of the wash solution, 200 microliters/well of Postcoat 
solution (10 mM sodium phosphate, pH 7.2, 150 mM sodium chloride, 0.1% (w/v) casein and 2 mM 

5 phenylmethylsulfonylfluoride (PMSF)) was added, the plates were loosely covered to prevent evaporation, 
and were allowed to stand at room temperature for 30 minutes. The wells were then aspirated to remove the 
solution, and lyophilized dry overnight, without shelf heating. The prepared plates may be stored at 2-8* C 
in sealed aluminum pouches. 

In order to perform the ELISA determination, 20 microliters of serum sample or control sample was 

10 added to a well containing 200 microliters of sample diluent (100 mM sodium phosphate, pH 7.4, 500 mM 
sodium chloride, 1 mM EDTA, 0.1% (W/V) Casein, 0.015 (W/V) Therosal, 1% (W/V) Triton X-100, 100 
micrograms/ml yeast extract). The plates were sealed, and incubated at 37*C for two hours, after which the 
solution was removed by aspiration, and the wells were washed with 400 microliters of wash buffer 
(phosphate buffered saline (PBS) containing 0.05% Tween 20). The washed wells were treated with 200 

75 microliters of mouse anti-human IgG-HRP conjugate contained in a solution of Ortho conjugate diluent (10 
mM sodium phosphate, pH 7.2, 150 mM sodium chloride, 50% (V/V) fetal bovine serum, 1% (V/V) heat 
treated horse serum, 1 mM IQFe (CNfc, 0.05% (W/V) Tween 20, 0.02% (W/V) Thimerosal). Treatment was 
for 1 hour at 37 * C, the solution was removed by aspiration, and the wells were washed with wash buffer, 
which was also removed by aspiration. To determine the amount of bound enzyme conjugate, 200 

20 microliters of substrate solution (10 mg Ophenylenediamine dihydrochlortde per 5 ml of Developer solution) 
was added. Developer solution contains 50 mM sodium citrate adjusted to pH 5.1 with phosphoric acid, and 
0.6 microliters/ml of 30% H2O2. The plates containing the substrate solution were incubated in the dark for 
30 minutes at room temperature, the reactions were stopped by the addition of 50 microliters/ml 4N sulfuric 
acid, and the ODs determined. 

25 The examples provided below show that the microtiter plate screening ELISA which utilizes HCV c100-3 
antigen has a high degree of specificity, as evidenced by an initial rate of reactivity of about 1%, with a 
repeat reactive rate of about 0.5% on random donors. The assay is capable of detecting an im- 
munoresponse in both the post acute phase of the infection, and during the chronic phase of the disease. In 
addition, the assay is capable of detecting some samples which score negative in the surrogate tests for 

30 NANBH; these samples come from individuals with a history of NANBH, or from donors implicated in 
NANBH transmission. 

In the examples described below, the following abbreviations are used: 





ALT 


Alanine amino transferase 




Anti-HBc 


Antibody against HBc 


35 


Anti-HBsAg 


Antibody against HBsAg 




HBc 


Hepatitis B core antigen 




ABsAg 


Hepatitis B surface antigen 




igG 


Immunoglobulin G 




IgM 


Immunoglobulin M 


40 


IU/L 


International units/Liter 




NA 


Not available 




NT 


Not tested 




N 


Sample size 




Neg 


Negative 


45 


OD 


Optical density 




Pos 


Positive 




S/CO 


Signal/cutoff 




SD 


Standard deviation 




X 


Average or mean 


50 


WNL 


Within normal limits 



IV.1.1. HCV Infection in a Population of Random Blood Donors 

A group of 1 ,056 samples (fresh sera) from random blood donors were obtained from Irwin Memorial 
55 Blood Bank, San Francisco, California. The test results obtained with these samples are summarized in a 
histogram showing the distribution of the OD values (Fig. 43). As seen in Fig. 43, 4 samples read >3, 1 
sample reads between 1 and 3, 5 samples read between 0.4 and 1 , and the remaining 1 ,046 samples read 
<0.4, with over 90% of these samples reading <0.1. 
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The results on the reactive random samples are presented in Table 5. Using a cut-off value equal to the 
mean plus 5 standard deviations, ten samples out of the 1 ,056 (0.95%) were initially reactive. Of these, five 
samples (0.47%) repeated as reactive when they were assayed a second time using the ELISA. Table 5 
also shows the ALT and Anti-HBd status for each of the repeatedly reactive samples. Of particular interest 
is the fact that all five repeat reactive samples were negative in both surrogate tests for NANBH, while 
scoring positive in the HCV ELISA. 

TABLE 5 

RESULTS ON REACTIVE RANDOM SAMPLES 



H • 1051 
I - 0.049* 
SO ' 2 0.074 



Cut-cff : 


x ♦ 5SD ■ 0*419 (0.400 ♦ Negative 


Control) 






Initial 










Reactive* 


Repeat Reactive* 




Ant i 


Samples 


00 


OP 


ALT** 








TTU/L) 


Tod) 


4227 


0.462 


0.084 


NA 


NA 


6292 


0.569 


0.294 


NA 


NA 


6188 


0.699 


0.326 


NA 


NA 


6157 


0.735 


0.187 


NA 


NA 


6277 


0.883 


0.152 


NA 


NA 


6397 


1.567 


1.392 


30.14 


1.433 


6019 


>3.000 


>3.000 


46.48 


1.057 


6651 


>3.000 


>3.000 


48.53 


1.343 


6669 


>3.000 


>3.000 


60.53 


1.165 


4003 


>3.000 


3.000 


WNL**** 


Negative 


10/1056 - 0.95X 


5/1056 - 0.47X 







* Samples reading >1.5 were not included in calculating the Mean 
and SD 

** ALT > 68 IU/L is above normal limits. 
*** Anti-HBc 5 0.535 (competition assay) is considered positive. 
**** VNL: Within normal limits. 



IV.1.2. Chimpanzee Serum Samples 



Serum samples from eleven chimpanzees were tested with the HCV dOO-3 ELISA. Four of these 
chimpanzees were infected with NANBH from a contaminated batch of Factor VIII (presumably Hutchinson 
strain), following an established procedure in a collaboration with Dr. Daniel Bradley at the Centers for 
Disease Control. As controls, four other chimpanzees were infected with HAV and three with HBV. Serum 
samples were obtained at different times after infection. 

The results, which are summarized in Table 6, show documented antibody seroconversion in all 
chimpanzees infected with the Hutchinson strain of NANBH. Following the acute phase of infection (as 
evidenced by the significant rise and subsequent return to normal of ALT levels), antibodies to HCV ct00-3 
became detectable in the sera of the 4/4 NANBH infected chimpanzees. These samples had previously 
been shown, as discussed in Section IV.B.3., to be positive by a Western analysis, and an RIA. In contrast, 
none of the control chimpanzees which had been infected with HAV or HBV showed evidence of reactivity 
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in the ELISA. 



TABLE 6 



Negative Com t toe 
Positive Cohtroi 
Cutoff 

Chimp 1 



Chimp 2 



Chimp 3 



Chimp 4 



Chimp 5 



Chimp 6 



Chimp 7 







Ikocuultion 
Date 


Bleed 
Date 


ALT 
<!U/l> 


0.00 1 










1 CAJh 

1.501 










0.401 










-0,007 


0.00 


05/24/84 


AC /Oft /OA 

05/74/84 


0 


0.003 


0.01 




no /AT /fit 
Uo/U/ /ol 


71 


>3.000 


>/ .48 






IQ 


>3.000 


>7.48 




10/24/84 








U0/U//0H 






n nm 
-U.UU> 


n nn 
U.UU 




/ft/1 
U?/ 31/0 1 


c 


-U.UU3 


n nn 

U.UU 




UO/ (S/O 1 


S7 


0.915 


2.36 




08/20/84 


13 


>3.000 


>7.48 




10/24/84 


— — 


U.Uw J 


0 01 


OV14/85 


03/14/85 


ft 


u*ui/ 


0 0/1 




04/26/8S 


205 


u * uuu 


n ni 






14 


1.010 


2.52 




08/20/85 


6 


uuo 


0.00 

V • WW 


03/11/85 


vjf 11/ 03 


11 


0 DO 5 


0.01 






132 


0 575 


I 31 




UO/ UO/ 0 J 




1 C7A 

1 a Ji *l 


^ P5 




UO/ul/03 




-0.006 


0.00 


11/21/80 


11/21/80 


4 


0.001 


0.00 




12/16/80 


147 


0.003 


0.01 




12/30/80 


18 


0.006 


0.01 




07/29 - 08/21/81 


5 






05/25/82 






-0.005 


0.00 




05/17/82 




0.001 


0.00 




06/10/82 


10G 


-0.001 


0.00 




07/06/82 


10 


0.290 


0.72 




10/01/82 




-4.008 


0.00 


05/25/82 


05/25/82 


7 


-0.004 


0.00 




06/17/82 


83 


-0.006 


0.00 




09/16/82 


5 


0.005 


0.01 




10/09/82 





TgAWSfUStD 



MANB 



NANB 



NANB 



HAV 



HAV 



HAV 
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TABLE 6 



CHIMPANZEE SERUM SAMPLES 



(Cont'd) 



70 



75 



20 



25 



30 



Chimp 8 



ChimD 9 



Chimp 10 



Chimp 11 



00 



-0.007 
0.000 
0.001 
0.000 



0.019 

0.015 
0.008 



0.011 
0.015 
0.008 
0.010 



0.000 

-0.003 
-0.005 
-0.003 



S/£Q 

0.00 
0*00 
0.01 
0.00 



0.05 

0.01 
0.02 



0.03 
0.01 
0.0? 
0.0? 



0.00 

0.00 
0.00 
0.00 



Inoculation 
Date 

1I/21/CU 



07/21/80 



05/12/82 



05/12/82 



Bleed 
Pate 



11/21/80 
12/16/80 
02/U5/8I 
06/03 - 06/10/81 



08/22 - 10/10/79 

03/11/81 
07/01 - 08/05/81 

10/01/81 



01/21 - 05/12/82 
09/01 - 09/08/82 
12/02/82 
01/06/83 



01/0G - 05/12/82 
06/23/82 

06/09 - 07/07/82 
10/28/82 
12/20/82 



ALT 
UU/L) 

15 
130 
8 
1.5 



57 
9 
6 



9 

126 
9 
13 



11 
100 

9 
10 



TfTAHSfUSEO 

I1AV 



IIBV 



IIBV 



IIBV 



35 



IV.1.3. Panel 1: Proven Infectious Sera from Chronic Human NANBH Carriers 



A coded panel consisted of 22 unique samples, each one in duplicate, for a total of 44 samples. The 

40 samples were from proven infectious sera from chronic NANBH carriers, infectious sera from implicated 
donors, and infectious sera from acute phase NANBH patients. In addition, the samples were from highly 
pedigreed negative controls, and other disease controls. This panel was provided by Dr. H. Alter of the 
Department of Health and Human Services, National Institutes of Health, Bethesda, Maryland. The panel 
was constructed by Dr. Alter several years ago, and has been used by Dr. Alter as a qualifying panel for 

45 putative NANBH assays. 

The entire panel was assayed twice with the ELISA assay, and the results were sent to Dr. Alter to be 
scored. The results of the scoring are shown in Table 7. Although the Table reports the results of only one 
set of duplicates, the same values were obtained for each of the duplicate samples. 

As shown in Table 7, 6 sera which were proven infectious in a chimpanzee model were strongly 

so positive. The seventh infectious serum corresponded to a sample for an acute NANBH case, and was not 
reactive in this ELISA. A sample from an implicated donor with both normal ALT levels and equivocal results 
in the chimpanzee studies was non-reactive in the assay. Three other serial samples from one individual 
with acute NANBH were also non-reactive. All samples coming from the highly pedigreed negative controls, 
obtained from donors who had at least 10 blood donations without hepatitis implication, were non-reactive in 

55 the ELISA. Finally, four of the samples tested had previously scored as positive in putative NANBH assays 
developed by others, but these assays were not confirmable. These four samples scored negatively with the 
HCV ELISA. 
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TABLE 7 
H. ALTER * S PANEL 1; 

5 



Panel 1st Result 2nd Result 

10 I) Proven Infectious it Chimpanzee Transmission 
A. Gironic NANB; Post-Ti 

JF ♦ 

EB ♦ ♦ 

PG ♦ ♦ 
75 B. Implicated Donors with Elevateo ALT 

BC ♦ ♦ 

JJ ♦ ♦ 

BD ♦ ♦ 
C. Acute NANB; Post-Ti 

20 Wll - 

2) Equivocally Infectious it Chimpanzee Transmission 
A. Implicated Donor nitm Normal ALT 

CC - 

3) Acute NANO; Post-Ti 
25 JL Week I 

JL Week 2 
JL Week 5 

4) Oiseasc Controls 

A. Primary Biliary Cirrhosis 

30 H - 

B. Alcoholic Hepatitis in Recovery 
110 

5) Pedigreed Negative Controls 
DH 

35 DC - 

IV 
ML 
AH 

6) Potential NANB 'Antigens' 
40 JS-80-OiT-O (Isiiida) 

asterik (trepo) 
Zurti (Arnold) 
Becassdine (Trepo) 

45 



IV.1.4. Panel 2: Donor/Recipient NANBH 



The coded pane! consisted of 10 unequivocal donor-recipient cases of transfusion associated NANBH, 
so with a total of 188 samples. Each case consisted of samples of some or all the donors to the recipient, and 
of serial samples (drawn 3, 6, and 12 months after transfusion) from the recipient. Also included was a pre- 
bleed, drawn from the recipient before transfusion. The coded panel was provided by Dr. H. Alter, from the 
NIH, and the results were sent to him for scoring. 

The results, which are summarized in Table 8, show that the ELISA detected antibody seroconversion in 
55 9 of 10 cases of transfusion associated NANBH. Samples from case 4 (where no seroconversion was 
detected), consistently reacted poorly in the ELISA. Two of the 10 recipient samples were reactive at 3 
months post transfusion. At six months, 8 recipient samples were reactive; and at twelve months, with the 
exception of case 4, all samples were reactive. In addition, at least one antibody positive donor was found in 
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7 out of the 10 cases, with case 10 having two positive donors. Also, in case 10, the recipient's pre-bleed 
was positive for HCV antibodies. The one month bleed from this recipient dropped to borderline reactive 
levels, while it was elevated to positive at 4 and 10 month bleeds. Generally, a S/CO of 0.4 is considered 
positive. Thus, this case may represent a prior infection of the individual with HCV. 
5 The ALT and HBc status for all the reactive, i.e., positive, samples are summarized in Table 9. As seen 
in the table, 1/8 donor samples was negative for the surrogate markers and reactive in the HCV antibody 
ELISA. On the other hand, the recipient samples (followed up to 12 months after transfusion) had either 
elevated ALT, positive Anti-HBc, or both. 



10 

TABLE B 



D0NOR/HBCIPHNT NAN3 PANEL 



75 



20 



30 



35 



40 



H. ALTER rjrjNOR/RfjnPIEHT NAWB PANEL 



Recipient Post-TX 
CiiS Down. ?flfl«™ 6*>«™* l? Hq " THS 

0D S/CO Jfi_ S/CQ JB_ i£B _J»_ 5/£0_ _QB_ 54° 



I. 






.032 


0.07 


.112 


0.26 


>3.000 


>6.96 


>3.000 


>6.96 


2. 






.059 


0.14 


.050 


0.12 


1.681 


3.90 


>3.000 


>6.96 


3. 


.403 


0.94 


.049 


0.11 


.057 


0.13 


>3.000 


>6.96 


>3.000 


>6.S6 


4. 






.065 


0.15 


.073 


0.17 


.067 


0.16 


.217 


0.50 


5. 


>3.000 


>6.96 


.034 


0.03 


.096 


0.22 


>3.000 


*6.96 


>3.000 


>6.9o 


6. 


>3.000 


>6.96 


.056 


0.13 


1.475 


3.44 


>3.000 


>6.96 


>3.000 


>6.96 


7. 


>3.000 


>6.96 


•034 


0.08 


.056 


0.13 


>3.000 


>6.96 


>3.000 


>6.96 


8. 


>3.000 


>6.96 


.061 


0.14 


.078 


0.18 


2.262 


5.28 


>3.000 


>6.9& 


9. 


>3.000 


>6.96 


.090 


0.19 


.127 


0.30 


.055 


0.13 


>3.000 


>6.96 


I0. 


>3.000 


>6.96 


>3.000 


>6.9S 


.317- 


0.74 


>3.000" 


>6.96 


>3.00C"* 


>6.9b 




>3.000 


>6.96 



















1 KOHTH. 4 HOUTKS. * ## 10 WKTHS 



45 



50 



55 
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TABLE ¥ 

ALT AND HBc STATUS FOR REACTIVE SAMPLES IH 

H. ALTER PANEL 1 



Samples 



Aati- 
ALT* 



HBc 



15 



20 



25 



30 



35 



40 



45 



Donors 

Case 3 
Case 5 
Case 6 
Case 7 
Case 8 
Case 9 
Case 10 
Case 10 

Recipients 

Case 1 

12 mo 

Case 2 

12 no 

Case 3 

12 mo 

Case 5 

12 mo 

Case 6 

6 mo 
12 mo 

Case 7 

12 mo 

Case 8 

12 mo 

Case 9 



Case 10 

10 



6 mo 
Elevated 

6 mo 
Elevated 

6 mo 
Elevated 

6 mo 
Elevated 

3 mo 
Elevated 
Elevated 

6 mo 
Elevated 

6 mo 
Elevated 

12 mo 

4 mo 

Elevated 



Normal 

Elevated 

Elevated 

Not available 

Normal 

Elevated 

Normal 

Normal 



Elevated 
Not tested 

Elevated 
Not tested 

Normal 
Not tested 

Elevated 
Not tested 

Elevated 
Negative 
Not tested 

Elevated 
Negative 

Normal 
Not tested 

Elevated 

Elevated 
Not tested 



Negative 

Positive 

Positive 

Negative 

Positive 

Not available 

Positive 

Positive 



Positive 



Negative 



Not tested*** 



Not tested 



Negative 



Negative 

Positive 

Not tested 
Not tested 



50 



* ALT >45 IU/L is above normal limits. 
** Anti-HBc <50X (competition assay) is considered positive 
Prebleed and 3 mo samples were negative for HBc. 



55 IV.1.5. Determination of HCV Infection in High Risk Group Samples 

Samples from high risk groups were monitored using the ELISA to determine reactivity to HCV c100-3 
antigen. These samples were obtained from Dr. Gary Tegtmeier, Community Blood Bank, Kansas City. The 
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results are summarized in Table 1 0. 

As shown in the table, the samples with the highest reactivity are obtained from hemophiliacs (76%). In 
addition, samples from individuals with elevated ALT and positive for Anti-HBc, scored 51% reactive, a 
value which is consistent with the value expected from clinical data and NANBH prevalence in this group. 
5 The incidence of antibody to HCV was also higher in blood donors with elevated ALT alone, blood donors 
positive for antibodies to Hepatitis B core alone, and in blood donors rejected for reasons other than high 
ALT or anti-core antibody when compared to random volunteer donors. 



TABLE 10 



15 



20 



25 



30 



35 



40 



NANBH HIGH RISK GROUP SAMPLES 


Group 


N 


Distribution 


% Reactive 


N 


OD 


Elevated ALT 


1 


35 
0 728 


3 


>3.000 


11.4% 


Anti-HBc 




24 


5 


> 3.000 


20.8% 


Elevated ALT, Anti-HBc 




33 


12 


> 3.000 


51.5% 




1 


2.768 










1 


2.324 










1 


0.939 










1 


0.951 










1 


0.906 








Rejected Donors 




25 


5 


> 3.000 


20.0% 


Donors with History of Hepatitis 




150 


19 


> 3.000 


14. 7% 




1 


0.837 










1 


0.714 










1 


0.469 








Haemophiliacs 




50 


31 


> 3.000 


76.0% 




1 


2.568 










1 


2.483 










1 


2.000 










1 


1.979 










1 


1.495 










1 


1.209 










1 


0.819 









IV.I.6 Comparative Studies Using Anti-IgG or Anti-IgM Monoclonal Antibodies, or Polyclonal Antibodies as a 
Second Antibody in the HCV c100-3 EOSA 

45 

The sensitivity of the ELISA determination which uses the anti-lgG monoclonal conjugate was compared 
to that obtained by using either an anti-IgM monoclonal conjugate, or by replacing both with a polyclonal 
antiserum reported to be both heavy and light chain specific. The following studies were performed. 

so I V.I. 6. a. Serial Samples from Seroconverters 



Serial samples from three cases of NANB seroconverters were studied in the HCV c100-3 ELISA assay 
using in the enzyme conjugate either the anti-lgG monoclonal alone, or in combination with an anti-IgM 
monoclonal, or using a polyclonal antiserum. The samples were provided by Dr. Cladd Stevens, N.Y. Blood 
55 Center, N.Y.C., N.Y.. The sample histories are shown in Table 1 1 . 

The results obtained using an anti-lgG monoclonal antibody-enzyme conjugate are shown in Table 12. 
The data shows that strong reactivity is initially detected in samples 1-4, 2-8, and 3-5, of cases 1, 2, and 3, 
respectively. 
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The results obtained using a combination of an anti-IgG monoclonal conjugate and an anti-IgM 
conjugate are shown in Table 13. Three different ratios of anti-IgG to anti-IgM were tested; the 1:10,000 
dilution of anti-IgG was constant throughout. Dilutions tested for the anti-IgM monoclonal conjugate were 
1:30,000, 1:60,000, and 1:120,000. The data shows that, in agreement with the studies with anti-IgG alone, 

5 initial strong reactivity is detected in samples 1-4, 2-8, and 3-5. 

The results obtained with the ELISA using anti-IgG monoclonal conjugate (1:10,000 dilution), or Tago 
polyclonal conjugate (1:80,000 dilution), or Jackson polyclonal conjugate (1:80,000 dilution) are shown in 
Table 14. The data indicates that initial strong reactivity is detected in samples 1-4, 2-8, and 3-5 using all 
three configurations: the Tago polyclonal antibodies yielded the lowest signals. 

10 The results presented above show that all three configurations detect reactive samples at the same time 
after the acute phase of the disease (as evidenced by the ALT elevation). Moreover, the results indicate that 
the sensitivity of the HCV c 100-3 ELISA using anti-IgG monoclonal-enzyme conjugate is equal to or better 
than that obtained using the other tested configurations for the enzyme conjugate. 
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TABLE 11 

DESCRIPTION OF SAMPLES FROM CLADD STEVENS PANEL 

5 



0* Ct HBlAi Ant l -Hit Anti-Hlc ALT Silirupin 

70 Can 1 





1-1 


8/3/81 


1.0 


91.7 


12.9 


40.0 


- 1 a 




1-2 


9/2/11 


1.0 


121.0 


13.1 


274.0 


1.4 


75 


* 


10/7/11 


1.0 


44.0 


23.8 


241.0 


0.9 




1-4 


ll/lf/ll 


1.0 


47.3 


33.8 


73.0 


0.9 




.1-5 


12/13/11 


1.0 


30.3 


27.4 


71.0 


1.0 




Cai« 2 
































2-1 


10/19/81 


1.0 


1.0 


114.2 


17.0' 


-1.0 




2-2 


11/17/81 


1.0 


0.8 


89.3 


64.0 


1.1 


25 


2-3 


12/02/11 


1.0 


1.2 


78.3 


43.0 


1.4 


2-4 


12/14/81 


1.0 


0.9 


90.4 


132.0 


1.4 




2-5 


12/23/11 


1.0 


0.8 


93.4 


424.0 


1.7 




2-6 


1/20/82 


1.0 


0.8 


92.9 


44.0 


1.3 




2-7 


2/13/82 


1.0 


0.8 


84.7 


70.0 


1.3 


30 


2-8 


3/17/82 


1.0 


0.9 


49.8 


24.0 


-1.0 




2-9 


4/21/82 


1.0 


0.9 


47.1 


33.0 


1.3 




2-10 


3/19/82 


1.0 


0.3 


74.8 


95.0 


1.4 




2-11 


4/14/82 


1.0 


0.8 


82.9 


37.0 


-1.0 


35 


















C«»« 3 
















3-1 


4/7/81 


1.0 


1.2 


88.4 


13.0 


-1.0 


40 


3-2 


3/12/81 


1.0 


1.1 


124.2 


234.0 


0.4 




3-3 


9/30/81 


1.0 


0.7 


99*9 


471.0 


0.2 




3-4 


8/9/81 


1.0 


1.2 


110.8 


313.0 


0.4 




3-5 


7/4/81 


1.0 


1.1 


89.9 


273.0 


0.4 


45 


3-6 


8/10/11 


1.0 


1.0 


118.2 


138.0 


0.4 


3-7 


9/8/81 


1.0 


1.0 


112.3 


84.0 


0.3 




3-8 


10/14/81 


1.0 


0.9 


102.3 


180.0 


0.3 




3-9 


11/11/81 


1.0 


1.0 


84.4 


134.0 


0.3 



50 
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TABLE 12 

ELISA RESULTS OBTAINED USING AN ANTI-IqG MONOCLONAL CONJUGATE 







an 


QD 


J/ffl 


Nig Control 






.076 




Cutoff 






.476 




PC (1:128) 






1.390 




Cm* 'I 










l-i 


08 /OS/81 


40.0 


.178 


.37 


1-2 


09/02/81 


274.0 


.154 


.32 


1-3 


10/07/81 


261.0 


.129 


.27 


1-4 


11/19/81 


75.0 


.937 


1.97 


1-5 


12/15/81 


71.0 


>3.000 


>6.30 


Casc 12 










2-1 


10/19/81 


17.0 


.058 


0.12 


2-2 




ifi n 


.050 


Q It 


* 

2-3 






.047 


0 10 


2-1 


1 ^/| A/01 


W* « V 


.039 


0 I? 

V * • * 


2-5 


12/23/81 


624.0 


.070 


0.15 


2-6 


01/20/82 


66.0 


.051 


o.u 


2-7 


02/15/82 


70.0 


.139 


0.29 


2-8 


03/17/82 


24.0 


1.867 


3.92 


2-9 


04/21/82 


53.0 


>3.000 


>6.30 


2-10 


05/19/82 


9S.0 


>3.000 


>6.30 


2-11 


06/14/82 


37.0 


>3.000 


>6.30 


c*» n 










5-1 


04/07/81 


13.0 


.090 


.19 


3-2 


05/12/81 


236.0 


.064 


.13 


5-3 


05/30/81 


471.0 


.079 


.17 


5-4 


06/09/81 


31S.0 


.211 


.44 


5-5 


07/06/81 


273.0 


1.707 


3.59 






1S8.0 




>6.30 


5-6 


08/10/81 




5-7 


09/08/81 


81.0 


>3.000 


>6.30 


5-8 


10/14/81 


180.0 


>3.000 


>6.30 


5-9 


11/11/81 


154.0 


>3,000 


>6.30 
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TABLE 13 

ELISA RESULTS OBTAINED USING ANTI-IgG and ANTI-IgM 

MONOCLONAL CONJUGATE 

HANB EUSAs 



NOMOCLOMALS nONOCLONALS HONOCLONALS 

IcG i:lOK IgG 1:10K IcG L:10K 

I CM i:30K IgH l:60K '.6* l:120K 

SAMPLE DATE JL! ffl ffl QB OS S4fl 

Nc<& Comtwl .100 .080 .079 

CUTOM 

K (1:128) 1.083 1.328 1.197 



tiiSJLL 



l-l 


08/05/81 


40 


.173 


.162 


.070 


1-2 


09/02/81 


274 


.194 


.141 


.079 


1-3 


10/07/81 


261 


.162 


.129 


.063 


1-4 


11/19/81 


75 


.812 


.85 


.709 


1-5 


12/15/81 


71 


>3.00 


>3.00 


>3.00 



Case #2 



2-1 


10/19/81 


17 


.442 


.045 


.085 


2-2 


11/17/81 


46 


.102 


.029 


.030 


2-3 


12/02/81 


63 


.059 


.036 


.027 


2-4 


12/14/81 


152 


.065 


.041 


.025 


2-5 


12/23/81 


624 


.082 


.033 


.032 


2-6 


01/20/82 


66 


.102 


.042 


.027 


2-7 


02/15/82 


70 


.188 


.068 


.096 


2-8 


03/17/82 


24 


1.728 


1.668 


1.541 


2-9 


04/21/82 


53 


>3.00 


2.443 


>3.00 


2-10 


05/19/82 


95 


>3.00 


>3.00 


>3.00 


2-11 


06/14/82 


37 


>3.00 


>3.00 


>3.00 



3-1 


04/07/81 


13 


.193 


.076 


.049 


3-2 


05/12/81 


236 


.201 


:osl 


.038 


3-3 


05/30/81 


471 


.132 


.067 


.052 


3-4 


06/09/81 


315 


.175 


.155 


.140 


3-5 


07/06/81 


273 


1.335 


1.238 


1.260 


3-6 


08/10/81 


158 


>3.00 


>3.00 


>3.00 


3-7 


09/08/81 


84 


>3.00 


>3.00 


>3.00 


3-8 


10/14/81 


180 


>3.00 


>3.00 


>3.00 


3-9 


11/11/81 


154 


>3.00 


>3.00 


>3.00 
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TABLE 14 

ELISA RESULTS OBTAINED USING POLYCLONAL CONJUGATES 

"MB EllSAs 

MONOCLONAL TAGO JACKSON 

1:10* 1:80* i:80K 



SAMPLE 


DATE 




JHL 


sob 


JBL 




-QL 


SZCfi 


Neg Control 




.076 




.045 




.154 




Cutoff 






.476 




.545 




.654 




PC (1:128) 






1.390 




.727 








Case II 


















l-i 


08/05/81 


40 


.178 


.37 


.067 








1-2 


09/02/81 


274 


.154 


.32 


.097 


.18 


.225 


.34 


1-3 


10/07/81 


261 


.129 


.27 


.026 


.05 


.167 


.26 


1-4 


11/19/81 


75 


.937 


1.97 


.324 


.60 


.793 • 


1.21 


1-5 


12/1S/81 


71 


>3.00 


>6.30 


1.778 


3.27 


>3.00 


>4.59 


Case 1? 


















2-1 


10/19/81 


17 


.058 


.12 


.023 


.04 


.052 


.08 


2-2 


11/17/81 


46 


.050 


.11 


.018 


.03 


.058 


.09 


2-3 


12/02/81 


63 


.047 


.10 


.020 


.04 


.060 


.09 


2-4 


12/14/81 


152 


.059 


.12 


.025 


.05 


.054 


.08 


2-5 


12/23/81 


624 


.070 


.15 


.026 


.05 


,074 


.11 


2-6 


01/20/82 


% 66 


.051 


.11 


.018 


.03 


.058 


.09 


2-7 


02/15/82 


70 


.139 


.29 


.037 


.07 


.146 


.22 


2-8 


03/17/82 


24 


1.867 


3.92 


.355 


.65 


1.429 


2.19 


2-9 


04/21/82 


53 


>3.00 


>6.30 


.748 


1.37 


>3.00 


>4.59 


2-10 


05/19/82 


95 


>3.00 


>6.30 


1.025 


1.88 


>3.00 


>4.59 


2-11 


OG/ 14/82 


37 


>3.00 


>6.30 


.917 


1.68 


>3.00 


>4.59 


Case #3 


















3-1 


04/07/81 


13 


.090 


.19 


.049 


.09 


.138 


.21 


3-2 


05/12/81 


236 


.064 


.13 


.040 


.07 


.094 


.14 


3-3 


05/30/81 


•71 


.079 


.17 


.045 


.08 


.144 


.22 


3-4 


06/09/81 


315 


.211 


.44 


.085 


.16 


.275 


.42 


3-5 


07/06/81 


273 


1.707 


3.59 


.272 


.50 


1.773 


2.71 


3-6 


08/10/81 


158 


>3.00 


>6.30 


1.347 


2.47 


>3.00 


>4.59 


3-7 


09/08/81 


84 


>3.00 


>6.30 


2.294 


4.21 


»3.00 


>4.59 


3-8 


10/14/81 


180 


>3.00 


>6.30 


>3.00 


>5.50 


>3.00 


>4.59 


5-9 


11/11/81 


154 


>3.00 


>6.30 


>3.00 


>5.50 


>3.00 


>4.59 



IV.I.6.b. Samples from Random Blood Donors 



Samples from random blood donors (See Section IV.1.1.) were screened for HCV infection using the 
HCV c100-3 ELISA, in which the antibody-enzyme conjugate was either an anti-IgG monoclonal conjugate, 
or a polyclonal conjugate. The total number of samples screened were 1077 and 1056, for the poiyclonal 
conjugate and the monoclonal conjugate, respectively. A summary of the results of the screening is shown 
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in Table 15, and the sample distributions are shown in the histogram in Fig. 44. 

The calculation of the average and standard deviation was performed excluding samples that gave a 
signal over 1.5, i.e., 1073 OD values were used for the calculations utilizing the polyclonal conjugate, and 
1051 for the anti-IgG monoclonal conjugate. As seen in Table 15, when the polyclonal conjugate was used. 

5 the average was shifted from 0.0493 to 0.0931 , and the standard deviation was increased from 0.074 to 
0.0933. Moreover, the results also show that if the criteria of x +5SD is employed to define the assay 
cutoff, the polyclonal-enzyme conjugate configuration in the ELISA requires a higher cutoff value. This 
indicates a reduced assay specificity as compared to the monoclonal system. In addition, as depicted in the 
histogram in Fig. 44, a greater separation of results between negative and positive distributions occurs when 

w random blood donors are screened in an ELISA using the anti-IgG monoclonal conjugate as compared to 
the assay using a commercial polyclonal label. 

TABLE 15 



COMPARISON OF TWO ELISA CONFIGURATIONS IN TESTING SAMPLES FROM RANDOM BLOOD 




DONORS 




CONJUGATE 


POLYCLONAL (Jackson) 


ANTI-IgG MONOCLONAL 


Number of samples 


1073 


1051 


Average (x) 


0.0931 


0.04926 


Standard deviation (SD) 


0.0933 


0.07427 


5SD 


0.4666 


0.3714 


CUT-OFF (5 SD + x) 


0.5596 


0.4206 



IV.J. Detection of HCV Seroconversion in NANBH Patients from a Variety of Geographical Locations 



Sera from patients who were suspected to have NANBH based upon elevated ALT levels, and who were 
30 negative in HAV and HBV tests were screened using the RIA essentially as described in Section IV.D., 
except that the HCV C100-3 antigen was used as the screening antigen in the microtiter plates. As seen 
from the results presented in Table 16, the RIA detected positive samples in a high percentage of the 

cases. 

35 Table 16 



Seroconversion Frequencies for Anti-c100-3 Among NANBH Patients in Different Countries 


Country 


The Netherlands 


Italy 


Japan 


No. Examined 


5 


36 


26 


No. Positive 


3 


29 


19 


% Positive 


60 


80 


73 



45 

IV. K. Detection of HCV Seroconversion in Patients with "Community Acquired" NANBH 

Sera which was obtained from 100 patients with NANBH, for whom there was no obvious transmission 
route (i.e., no transfusions, Lv. drug use, promiscuity, etc. were identified as risk factors), was provided by 

so Dr. M. Alter of the Center for Disease Control, and Dr. J. Dienstag of Harvard University. These samples 
were screened using an RIA essentially as described in Section IV.D., except that the HCV C100-3 antigen 
was used as the screening antigen attached to the microtiter plates. The results showed that of the 100 
serum samples, 55 contained antibodies that reacted immunologically with the HCV c100-3 antigen. 

The results described above suggest that "Community Acquired" NANBH is also caused by HCV. 

55 Moreover, since it has been demonstrated herein that HCV is related to Flaviviruses, most of which are 
transmitted by arthropods, it is suggestive that HCV transmission in the "Community Acquired" cases also 
results from arthropod transmission. 



67 



EP 0 318 216 B1 

IV.L. Comparison of Incidence of HCV Antibodies and Surrogate Markers in Donors Implicated in NANBH 
Transmission 

A prospective study was carried out to determine whether recipients of blood from suspected NANBH 

5 positive donors, who developed NANBH, seroconverted to anti-HCV-antibody positive. The blood donors 
were tested for the surrogate marker abnormalities which are currently used as markers for NANBH 
infection, i.e., elevated ALT levels, and the presence of anti-core antibody. In addition, the donors were also 
tested for the presence of anti-HCV antibodies. The determination of the presence of anti-HCV antibodies 
was determined using a radioimmunoassay as described in Section fV.K. The results of the study are 

ro presented in Table 17, which shows: the patient number (column 1); the presence of anti-HCV antibodies in 
patient serum (column 2); the number of donations received by the patient, with each donation being from a 
different donor (column 3); the presence of anti-HCV antibodies in donor serum (column 4); and the 
surrogate abnormality of the donor (column 5) (NT or - means not tested) (ALT is elevated transaminase, 
and ANTI-HBc is anti-core antibody). 

75 The results in Table 1 7 demonstrate that the HCV antibody test is more accurate in detecting infected 
blood donors than are the surrogate marker tests. Nine out of ten patients who developed NANBH 
symptoms tested positive for anti-HCV antibody seroconversion. Of the 11 suspected donors, (patient 6 
received donations from two different individuals suspected of being NANBH carriers), 9 were positive for 
anti-HCV antibodies, and 1 was borderline positive, and therefore equivocal (donor for patient 1 ). In contrast, 

20 using the elevated ALT test 6 of the ten donors tested negative, and using the anticore-antibody test 5 of 
the ten donors tested negative. Of greater consequence, though, in three cases (donors to patients 8, 9, and 
10) the ALT test and the ANTI-HBc test yielded inconsistent results. 
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45 

IV.M. Amplification for Cloning of HCV cDNA Sequences Utilizing the PGR and Primers Derived from 
Conserved Regions of Flavivirus Genomic Sequences 

The results presented supra., which suggest that HCV is a flavivirus or flavi-like virus, allows a strategy 
so for cloning uncharacterized HCV cDNA sequences utilizing the PCR technique, and primers derived from 
the regions encoding conserved amino acid sequences in flaviviruses. Generally, one of the primers is 
derived from a defined HCV genomic sequence, and the other primer which flanks a region of unsequenced 
HCV polynucleotide is derived from a conserved region of the flavivirus genome. The flavivirus genomes 
are known to contain conserved sequences within the NS1, and E polypeptides, which are encoded in the 
55 S'-region of the flavivirus genome. Corresponding sequences encoding these regions lie upstream of the 
HCV cDNA sequence shown in Fig. 26. Thus, to isolate cDNA sequences derived from this region of the 
HCV genome, upstream primers are designed which are derived from the conserved sequences within 
these flavivirus polypeptides. The downstream primers are derived from an upstream end of the known 
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portion of the HCV cDNA. 

Because of the degeneracy of the code, rt is probable that there wilt be mismatches between the 
flavivirus probes and the corresponding HCV genomic sequence. Therefore a strategy which is similar to 
the one described by Lee (1988) is used. The Lee procedure utilizes mixed oligonucleotide primers 

5 complementary to the reverse translation products of an amino acid sequence; the sequences in the mixed 
primers takes into account every codon degeneracy for the conserved amino acid sequence. 

Three sets of primer mixes are generated, based on the amino acid homologies found in several 
flaviviruses, including Dengue-2,4 (D-2,4), Japanese Encephalitis Virus (JEV), Yellow Fever (YF), and West 
Nile Virus (WN). The primer mixture derived from the most upstream conserved sequence (5'-1). is based 

jo upon the amino acid sequence gly-trp-gly. which is part of the conserved sequence asp-arg-gly-trp-gly- 
aspN found in the E protein of D-2, JEV, YF, and WN. The next primer mixture (5'-2) is based upon a 
downstream conserved sequence in E protein, phe-asp-gly-asp-ser-tyr-ileu-phe-gly-asp-ser-tyr-iteu, and is 
derived from phe-gly-asp; the conserved sequence is present in D-2, JEV, YF, and WN. The third primer 
mixture (5'-3), is based on the amino acid sequence arg-ser-cys, which is part of the conserved sequence 

rs cys-cys-arg-ser-cys in the NS1 protein of D-2, D-4, JEV, YF, and WN. The individual primers which form 
the mixture in 5*-3 are shown in Fig. 45. In addition to the varied sequences derived from conserved region, 
each primer in each mixture also contains a constant region at the 5'-end which contains a sequence 
encoding sites for restriction enzymes, Hindlll, Mbol, and EcoRI. 

The downstream primer, ssc5h20A, is derived from a nucleotide sequence in clone 5h, which contains 

20 HCV cDNA with sequences with overlap those in clones I4i and 11b. The sequence of ssc5h20A is 
5* GTA ATA TGG TGA CAG AGT CA 3\ 
An alternative primer, ssc5h34A, may also be used. This primer is derived from a sequence in clone 5h, 
and in addition contains nucleotides at the 5'-end which create a restriction enzyme site, thus facilitating 
cloning. The sequence of ssc5h34A is 

25 5* GAT CTC TAG AGA AAT CAA TAT GGT GAC AGA GTC A 3'. 

The PCR reaction, which was initially described by Saiki et al. (1986), is carried out essentially as 
described in Lee et al. (1988), except that the template for the cDNA is RNA isolated from HCV infected 
chimpanzee liver, as described in Section IV.C.2., or from viral particles isolated from HCV infected 
chimpanzee serum, as described in Section IV.A.1. In addition, the annealing conditions are less stringent in 

30 the first round of amplification (0.6M NaCI, and 25 * C), since the part of the primer which will anneal to the 
HCV sequence is only 9 nucleotides, and there could be mismatches. Moreover, if ssc5h34A is used, the 
additional sequences not derived from the HCV genome tend to destabilize the primer-template hybrid. 
After the first round of amplification, the annealing conditions can be more stringent (0.066M NaCI, and 
32 * C-37 • C), since the amplified sequences now contain regions which are complementary to, or duplicates 

35 of the primers. In addition, the first 10 cycles of amplification are run with Klenow enzyme I, under 
appropriate PCR conditions for that enzyme. After the completion of these cycles, the samples are 
extracted, and run with Taq polymerase, according to kit directions, as furnished by Cetus/Perkin-Elmer. 

After the amplification, the amplified HCV cDNA sequences are detected by hybridization using a probe 
derived from clone 5h. This probe is derived from sequences upstream of those used to derive the primer, 

40 and does not overlap the sequences of the clone 5h derived primers. The sequence of the probe is 

5' CCC AGC GGC GTA CGC GCT GGA CAC GGA GGT GGC CGC GTC 
45 GTG TGG CGG TGT TGT TCT CGT CGG GTT GAT GGC GC 3 ' . 



IV.N.1. Creation of HCV cDNA Library from liver of a Chimpanzee with infectious NANBH 

50 

An HCV cDNA library was created from liver from the chimpanzee from which the HCV cDNA library in 
Section IV.A.1. was created. The technique for creating the library was similar to that in Section IV.A.24, 
except for this different source of the RNA, and that a primer based on the sequence of HCV cDNA in clone 
1 1 b was used. The sequence of the primer was 
55 5* CTG GCT TGA AGA ATC 3'. 
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IV.N.2. Isolation and nucleotide sequence of overlapping HCV cDNA in clone k9-1 to cDNA in clone 11b 

Clone k9-1 was isolated from the HCV cDNA library created from the liver of an NANBH infected 
chimpanzee, as described in Section IV.A.25. The library was screened for clones which overlap the 

5 sequence in clone 11b, by using a clone which overlaps clone 11b at the 5'-terminus, clone 11e. The 
sequence of clone 1 1 b is shown in Fig. 23. Positive clones were isolated with a frequency of 1 in 500,000. 
One isolated clone, k9-1, was subjected to further study. The overlapping nature of the HCV cDNA in clone 
k9-1 , to the 5'-end of the HCV-cDNA sequence in Fig. 26 was confirmed by probing the clone with clone 
Alex 46; this latter clone contains an HCV cDNA sequence of 30 base pairs which corresponds to those 

10 base pairs at the 5'terminus of the HCV cDNA in clone I4i, described supra.. 

The nucleotide sequence of the HCV cDNA isolated from clone k9-1 was determined using the 
techniques described supra. The sequence of the HCV cDNA in clone k9-1. the overlap with the HCV cDNA 
in Fig. 26, and the amino acids encoded therein are shown in Fig. 46. 

The HCV cDNA sequence in clone k9-1 has been aligned with those of the clones described in Section 

75 IV.A.19 to create a composite HCV cDNA sequence, with the 1(9-1 sequence being placed upstream of the 
sequence shown in Fig. 32. The composite HCV cDNA which includes the k9-1 sequence and the amino 
acids encoded therein is shown in Fig. 47. 

The sequence of the amino acids encoded in the S'-region of HCV cDNA shown in Fig. 47 has been 
compared with the corresponding region of one of the strains of Dengue virus, described supra., with 

20 respect to the profile of regions of hydrophobicity and hydrophilicity. This comparison showed that the 
polypeptides from HCV and Dengue encoded in this region, which corresponds to the region encoding NS1 
(or a portion thereof), have a similar hydrophobic/hydrophilic profile. 

The information provided infra, allows the identification of HCV strains. The isolation and characteriza- 
tion of other HCV strains may be accomplished by isolating the nucleic acids from body components which 

25 contain viral particles, creating cDNA libraries using polynucleotide probes based on the HCV cDNA probes 
described infra., screening the libraries for clones containing HCV cDNA sequences described infra., and 
comparing the HCV cDNAs from the new isolates with the cDNAs described infra. The polypeptides 
encoded therein, or in the viral genome, may be monitored for immunological cross-reactivity utilising the 
polypeptides and antibodies described supra. Strains which fit within the parameters of HCV, as described 

30 in the Definitions section, supra., are readily identifiable. Other methods for identifying HCv strains will be 
obvious to those of skill in the art, based upon the information provided herein. 

Industrial Applicability 



35 The invention, in the various manifestations disclosed herein, has many industrial uses, some of which 
are the following. The HCV cDNAs may be used for the design of probes for the detection of HCV nucleic 
acids in samples. The probes derived from the cDNAs may be used to detect HCV nucleic acids in, for 
example, chemical synthetic reactions. They may also be used in screening programs for anti-viral agents, 
to determine the effect of the agents in inhibiting viral replication in cell culture systems, and animal model 

40 systems. The HCV polynucleotide probes are also useful in detecting viral nucleic acids in humans, and 
thus, may serve as a basis for diagnosis of HCV infections in humans. 

In addition to the above, the cDNAs provided herein provide information and a means for synthesizing 
polypeptides containing epitopes of HCV. These polypeptides are useful in detecting antibodies to HCV 
antigens. A series of immunoassays for HCV infection, based on recombinant polypeptides containing HCV 

45 epitopes are described herein, and will find commercial use in diagnosing HCV induced NANBH, in 
screening blood bank donors for HCV-caused infectious hepatitis, and also for detecting contaminated blood 
from infectious blood donors. The viral antigens will also have utility in monitoring the efficacy of anti-viral 
agents in animal model systems. In addition, the polypeptides derived from the HCV cDNAs disclosed 
herein will have utility as vaccines for treatment of HCV infections. 

so The polypeptides derived from the HCV cDNAs, besides the above stated uses, are also useful for 
raising anti-HCV antibodies. Thus, they may be used in anti-HCV vaccines. However, the antibodies 
produced as a result of immunization with the HCV polypeptides are also useful in detecting the presence 
of viral antigens in samples. Thus, they may be used to assay the production of HCV polypeptides in 
chemical systems. The anti-HCV antibodies may also be used to monitor the efficacy of anti-viral agents in 

55 screening programs where these agents are tested in tissue culture systems. They may also be used for 
passive immunotherapy, and to diagnose HCV caused NANBH by allowing the detection of viral antigen(s) 
in both blood donors and recipients. Another important use for anti-HCV antibodies is in affinity chromatog- 
raphy for the purification of virus and viral polypeptides. The purified virus and viral polypeptide prepara- 
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tions may be used in vaccines. However, the purified virus may also be useful for the development of cell 
culture systems in which HCV replicates. 

Cell culture systems containing HCV infected cells will have many uses. They can be used for the 
relatively large scale production of HCV, which is normally a low titer virus. These systems will also be 
5 useful for an elucidation of the molecular biology of the virus, and lead to the development of anti-viral 
agents. The cell culture systems will also be useful in screening for the efficacy of antiviral agents. In 
addition, HCV permissive cell culture systems are useful for the production of attenuated strains of HCV. 

For convenience, the anti-HCV antibodies and HCV polypeptides, whether natural or recombinant, may 
be packaged into kits. 

io The method used for isolating HCV cDNA, which is comprised of preapring a cDNA library derived from 
infected tissue of an individual, in an expression vector, and selecting clones which produce the expression 
products which react immunologically with antibodies in antibody-containing body components from other 
infected individuals and not from non-infected individuals, may also be applicable to the isolation of cDNAs 
derived from other heretofore uncharacterized disease-associated agents which are comprised of a genomic 

is component. This, in turn, could lead to isolation and characterization of these agents, and to diagnostic 
reagents and vaccines for these other disease-associated agents. 

Claims 

Claims for the following Contracting States : AT, BE, CH, DE, FR, GB, IT, LI, LU, NL, SE 

20 

1. A polypeptide in substantially isolated form comprising a contiguous sequence of at least 10 amino 
acids encoded by the genome of hepatitis C virus (HCV) and comprising an antigenic' determinant, 
wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 
25 (ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

2. A polypeptide according to claim 1 wherein said polyprotein comprises an amino acid sequence having 
30 at least 60% homology to the 859 amino acid sequence in Figure 14. 

3. A polypeptide according to claim 1 or 2 comprising at least 15 amino acids. 

4. A polypeptide according to any one of the preceding claims prepared by recombinant DNA expression. 

35 

5. A polypeptide according to any one of claims 1 to 3 prepared by chemical synthesis. 

6. A polypeptide according to any one of claims 1 to 5 wherein said contiguous sequence is found in 
Figure 14. 

40 

7. A polypeptide according to any one of claims 1 to 5 wherein said contiguous sequence is found in 
Figure 47. 

8. A polypeptide according to any one of claims 1 to 5 wherein said contiguous sequence is encoded 
45 within the Iambda-gt11 cDNA library deposited with the American Type Culture Collection (ATCC) 

under accession no. 40394. 

9. A polypeptide according to any one of claims 1 to 8 wherein said contiguous sequence is from a 
nonstructural viral protein. 

50 

10. A polypeptide according to any one of claims 1 to 5, 7 or 8 wherein said contiguous sequence is from 
a structural viral protein. 

11. A polypeptide according to any one of claims 1 to 8 whose sequence is as shown in any one of 
55 Figures 1, 3 to 32, 36, 46 and 47, or whose sequence is encoded in a polynucleotide selectively 

hybridisable with the polynucleotide as shown in any one of Figures 1 , 3 to 32, 36, 46 or 47. 

12. A polypeptide according to any of claims 1 to 11 wherein the polypeptide is fixed to a solid phase. 
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13. An immunoassay kit comprising a polypeptide according to any one of claims 1 to 12 in a suitable 
container. 

14. A composition comprising a polypeptide in substantially isolated form according to any one of claims 1 
5 to 1 1 mixed with a pharmaceutical^ acceptable excipient. 

15. A vaccine composition according to claim 14. 

16. An immunoassay for detecting antibody against hepatitis C virus (HCV) (anti-HCV antibody), which 
70 immunoassay comprises: 

(a) providing a polypeptide comprising an antigenic determinant bindable by said anti-HCV antibody, 
wherein said antigenic determinant comprises a contiguous amino acid sequence encoded by the 
HCV genome and wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 
75 (ii) said genome comprising an open reading frame (ORF) encoding a potyprotein; and 

(iii) said poly protein comprising an amino acid sequence having at least 40% homology to the 
859 amino acid sequence in Figure 14, 

(b) incubating a biological sample with said polypeptide under conditions that allow for the formation 
of antibody-antigen complex; and 

20 (c) determining whether antibody-antigen complex comprising said polypeptide is formed. 

17. An immunoassay according to claim 16 wherein the polypeptide is prepared by recombinant DNA 
expression. 

25 18. An immunoassay according to claim 16 wherein the polypeptide is prepared by chemical synthesis. 

19. An immunoassay according to any one of claims 16 to 18 wherein said polypeptide is attached to a 
solid support. 

30 20. An immunoassay according to any one of claims 16 to 19 wherein said antibody-antigen complexes are 
detected by incubating the complexes with a labeled anti-human immunoglobulin antibody. 

21. An immunoassay of claim 20 wherein said anti-human immunoglobulin antibody is enzyme labeled. 

35 22. An immunoassay according to any one of claims 16 to 21 wherein said polyprotein comprises an amino 
acid sequence having at least 60% homology to the 859 amino acid sequence in Figure 14. 

23. An immunoassay according to any one of claims 16 to 22 wherein the contiguous sequence is at least 
10 amino acids. 

40 

24. An immunoassay according to any one of claims 16 to 23 wherein the contiguous sequence is at least 
15 amino acids. 

25. An immunoassay according to any one of claims 16 to 24 wherein the contiguous sequence is found in 
45 Figure 14. 

26. An immunoassay according to any one of claims 16 to 24 wherein the contiguous sequence is found in 
Figure 47. 

so 27. An immunoassay according to any one of claims 16 to 24 wherein the contiguous sequence is as 
shown in any one of Figures 1, 3 to 32, 36, 46 or 47, or whose sequence is encoded in a 
polynucleotide selectively hybridisable with the polynucleotide as shown in any one of Figures 1 , 3 to 
32, 36, 46 or 47. 

55 28. An immunoassay according to any one of claims 16 to 27 wherein said contiguous sequence is 
encoded within the Iambda-gt11 cDNA library deposited with the American Type Culture Collection 
(ATCC) under accession no. 40394. 
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29. An immunoassay according to any one of claims 16 to 28 wherein said contiguous sequence is from a 
nonstructural viral protein. 

30. An immunoassay according to any one of claims 16 to 24 or 26 to 28 wherein said contiguous 
5 sequence is from a structural viral protein. 

31. An immobilised polypeptide for use in the immunoassay of any one of claims 16 to 30 wherein the 
polypeptide comprises an antigenic determinant bindable by an anti-HCV antibody as defined in claim 
16. 

TO 

32. A polynucleotide in substantially isolated form comprising a contiguous sequence of nucleotides which 
is capable of selectively hybridizing to the genome of hepatitis C virus (HCV) or the compliment 
thereof, wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 
75 (ii) said genome comprising an open reading frame (ORF) encoding a poly protein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

33. A polynucleotide according to claim 32 wherein said polyprotein comprises an amino acid sequence 
20 having at least 60% homology to the 859 amino acid sequence in Figure 14. 

34. A polynucleotide according to claim 32 or 33 wherein said contiguous sequence is at least 10 
nucleotides. 

25 35. A polynucleotide according to claim 34 wherein said contiguous sequence is at least 15 nucleotides. 

36. A polynucleotide according to claim 35 wherein said contiguous sequence is at least 20 nucleotides. 

37. A polynucleotide according to any one of claims 32 to 36 which is a DNA polynucleotide. 

30 

38. A polynucleotide according to any one of claims 32 to 36 which is a RNA polynucleotide. 

39. A polynucleotide according to any one of claims 32 to 38 fixed to a solid phase. 

35 40. A probe which comprises a polynucleotide according to any one of claims 32 to 39 further comprising a 
detectable label. 

41. An assay kit comprising a polynucleotide probe according to any one of claims 32 to 40 in a suitable 
container. 

40 

42. A polymerase chain reaction (PGR) kit comprising a pair of primers capable of priming the synthesis of 
cDNA in a PCR reaction, wherein each of said primers is a polynucleotide according to any one of 
claims 32 to 37. 

45 43. A PCR kit according to claim 42 further comprising a polynucleotide probe capable of selectively 
hybridising to a region of the HCV genome between and not including the HCV sequences from which 
the primers are derived. 

44. A method of performing a polymerase chain reaction wherein the primers are a pair of polynucleotides 
so according to any of claims 32 to 37. 

45. A method for assaying a sample for the presence or absence of HCV polynucleotides comprising: 

(a) contacting the sample with a probe comprising a polynucleotide according to any one of claims 
32 to 40 under conditions that allow the selective hybridisation of said probe to an HCV poly- 

55 nucleotide or the compliment thereof in the sample; and 

(b) determining whether polynucleotide duplexes comprising said probe are formed. 
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46. A DNA polynucleotide encoding a polypeptide, which polypeptide comprises a contiguous sequence of 
at least 10 amino acids encoded by the genome of hepatitis C virus (HCV) and comprising an antigenic 
determinant, wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 
5 (ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 1 4. 

47. A DNA nucleotide according to claim 46 wherein said polyprotein comprises an amino acid sequence 
w having at least 60% homology to the 859 amino acid sequence in Figure 14. 

48. A DNA polynucleotide according to claim 46 or 47 wherein said contiguous sequence encodes at least 
1 5 amino acids. 

75 49. A DNA polynucleotide according to any one of claims 46 to 48 wherein said contiguous sequence is 
found in Figure 14. 

50. A DNA polynucleotide according to any one of claims 46 to 48 wherein said contiguous sequence is 
found in Figure 47. 

20 

51. A DNA polynucleotide according to any one of claims 46 to 48 wherein said contiguous sequence is 
encoded within the Iambda-gt11 cDNA library deposited with the American Type Culture Collection 
(ATCC) under accession no. 40394. 

25 52. A DNA polynucleotide according to any one of claims 46 to 48 whose sequence is as shown in any one 
of Figures 1, 3 to 32, 36, 46 or 47, or whose sequence is selectively hybridisable with the 
polynucleotide as shown in any one of Figures 1 , 3 to 32, 36, 46 or 47. 

53. A DNA polynucleotide according to any one of claims 46 to 52 wherein said contiguous sequence is 
30 from a nonstructural viral protein. 

54. A DNA polynucleotide according to any one of claims 46 to 48 or 50 to 52 wherein said contiguous 
sequence is from a structural viral protein. 

35 55. A recombinant vector comprising a coding sequence which comprises a DNA polynucleotide according 
to any one of claims 46 to 54. 

56. A host cell transformed by a recombinant vector according to claim 55 wherein the coding sequence is 
operably linked to a control sequence capable of providing for the expression of the coding sequence 

40 by the host cell. 

57. A method of producing a recombinant HCV polypeptide comprising incubating a host cell according to 
claim 56 under conditions that provide for the expression of the coding sequence. 

45 58. An anti-HCV antibody composition comprising antibodies that bind said antigenic determinant of a 
polypeptide according to any one of claims 1 to 12 which is (a) a purified preparation of polyclonal 
antibodies, or (b) a monoclonal antibody composition. 

59. A composition according to claim 58 wherein the anti-HCV antibodies are fixed to a solid phase. 

50 

60. An immunoassay kit comprising an anti-HCV antibody composition according to claim 58 or 59 in a 
suitable container. 

61. An immunoassay method for detecting an HCV antigen in a sample comprising: 
55 (a) providing an anti-HCV antibody composition according to claim 58 or 59; 

(b) incubating a sample with said anti-HCV antibody composition under conditions that allow for the 
formation of an antibody-antigen complex; and 

(c) determining whether antibody-antigen complex comprising the anti-HCV antibody is formed. 



75 



EP 0 318 216 B1 



62. A polypeptide comprising a contiguous sequence of at least 10 amino acids encoded by the genome of 
hepatitis C vims (HCV) and comprising an antigenic determinant, wherein said contiguous sequence is 
fused to a non-HCV amino acid sequence, and wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 

5 (ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

63. A polypeptide according to claim 62 wherein said polyprotein comprises an amino acid sequence 
to having at least 60% homology to the 859 amino acid sequence in Figure 14. 

64. A polypeptide according to claim 62 or 63 wherein said non-HCV amino acid sequence comprises a 
signal sequence. 

75 65. A polypeptide according to claim 62 or 63 wherein said non-HCV amino acid sequence comprises an 
amino acid sequence from beta-galactosidase or superoxide dismutase. 

66. A polypeptide according to claim 62 or 63 wherein the non-HCV amino acid sequence comprises a 
particle-forming protein. 

20 

67. A polypeptide according to claim 66 wherein the particle-forming protein comprises hepatitis B surface 
antigen. 

68. A polypeptide according to any one of claims 1 to 12 or 62 to 67 for use in a method of making anti- 
25 HCV antibodies which comprises administering the polypeptide to a mammal in an amount sufficient to 

produce an immune response. 

69. A composition comprising a polypeptide according to any one of claims 62 to 67 mixed with a 
pharmaceutical I y acceptable excipient 

30 

70. A vaccine according to claim 69. 

71. A method of growing hepatitis C virus (HCV) comprising providing cells infected with HCV, and 
propagating said cells in vitro, wherein said HCV is characterized by: 

35 (t) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 1 4. 

40 72. A method according to claim 71 wherein said polyprotein comprises an amino acid sequence having at 
least 60% homology to the 859 amino acid sequence in Figure 14. 

73. A method according to claim 71 or 72 wherein said cells comprise primary cells. 

45 74. A method according to claim 71 or 72 wherein said cells comprise a cell line. 

75. A method according to any one of claims 71 to 74 wherein said cells are hepatocytes or macrophages. 

76. A hepatitis C virus (HCV) immunoassay antigen fixed to a solid phase, wherein HCV is characterized 
so by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14; 

55 said antigen comprising an antigenic determinant immunologically reactive with an anti-HCV antibody, 
wherein 

(a) said anti-HCV antibody is immunologically reactive with a reference antigenic determinant (i) 
encoded, by an HCV cDNA insert in the Iambda-gt11 library deposited with the American Type 
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Culture Collection (ATCC) under accession no. 40394, or (ii) found in Figure 47; and 

(b) said reference antigenic determinant is immunologically reactive with sera from HCV-infected 

humans. 

5 77. An HCV antigen according to claim 76 wherein said reference antigenic determinant is found in Figure 
14. 

Claims for the following Contracting State : ES 

to 1. An immunoassay for detecting antibody against hepatitis C virus (HCV) (anti-HCV antibody), which 
immunoassay comprises: 

(a) providing a polypeptide comprising an antigenic determinant bindable by said anti-HCV antibody, 
wherein said antigenic determinant comprises a contiguous amino acid sequence encoded by the 
HCV genome and wherein HCV is characterized by: 

is (i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 
859 amino acid sequence in Figure 1 4, 

(b) incubating a biological sample with said polypeptide under conditions that allow for the formation 
20 of antibody-antigen complex; and 

(c) determining whether antibody-antigen complex comprising said polypeptide is formed. 

2. An immunoassay according to claim 1 wherein the polypeptide is prepared by recombinant DNA 
expression. 

25 

3. An immunoassay according to claim 1 wherein the polypeptide is prepared by chemical synthesis. 

4. An immunoassay according to any one of claims 1 to 3 wherein said polypeptide is attached to a solid 
support. 

30 

5. An immunoassay according to any one of claims 1 to 4 wherein said antibody-antigen complexes are 
detected by incubating the complexes with a labeled anti-human immunoglobulin antibody. 

6. An immunoassay of claim 5 wherein said anti-human immunoglobulin antibody is enzyme labeled. 

35 

7. An immunoassay according to any one of claims 1 to 6 wherein said polyprotein comprises an amino 
acid sequence having at least 60% homology to the 859 amino acid sequence in Figure 14. 

8. An immunoassay according to any one of claims 1 to 7 wherein the contiguous sequence is at least 10 
40 amino acids. 

9. An immunoassay according to any one of claims 1 to 8 wherein the contiguous sequence is at least 1 5 
amino acids. 

45 10. An immunoassay according to any one of claims 1 to 9 wherein the contiguous sequence is found in 
Figure 14. 

11. An immunoassay according to any one of claims 1 to 9 wherein the contiguous sequence is found in 
Figure 47. 

50 

12. An immunoassay according to any one of claims 1 to 9 wherein the contiguous sequence is as shown 
in any one of Figures 1, 3 to 32, 36, 46 or 47, or whose sequence is encoded in a polynucleotide 
selectively hybridisable with the polynucleotide as shown in any one of Figures 1 . 3 to 32, 36, 46 or 47. 

55 13. An immunoassay according to any one of claims 1 to 12 wherein said contiguous sequence is encoded 
within the Iambda-gt11 cDNA library deposited with the American Type Culture Collection (ATCC) 
under accession no. 40394. 
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14. An immunoassay according to any one of claims 1 to 13 wherein said contiguous sequence is from a 
nonstructural viral protein. 

15. An immunoassay according to any one of claims 1 to 9 or 11 to 13 wherein said contiguous sequence 
5 is from a structural viral protein. 

16. A method of performing a polymerase chain reaction wherein the primers are a pair of polynucleotides, 
which polynucleotides are each a contiguous sequence of nucleotides which is capable of selectively 
hybridizing to the genome of hepatitis C virus (HCV) or the compliment thereof, wherein HCV is 

to characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

17. A method according to claim 16 wherein said polyprotein comprises an amino acid sequence having at 
least 60% homology to the 859 amino acid sequence in Figure 14. 

18. A method according to claim 16 or 17 wherein said contiguous polynucleotide sequence is at least 10 
20 nucleotides. 

19. A method according to claim 18 wherein said contiguous polynucleotide sequence is at least 15 
nucleotides. 

25 20. A method according to claim 19 wherein said contiguous polynucleotide sequence is at least 20 
nucleotides. 

21. A method according to any one of claims 16 to 20 wherein the polynucleotide is a DNA polynucleotide. 

30 22. A method according to any one of claims 16 to 21 which further comprises the use of a polynucleotide 
probe capable of selectively hybridising to a region of the HCV genome between and not including the 
HCV sequences from which the primers are derived. 

23. A method for assaying a sample for the presence or absence of HCV polynucleotides comprising: 
35 (a) contacting the sample with a probe comprising a polynucleotide as defined in any one of claims 

16 to 21 under conditions that allow the selective hybridisation of said probe to an HCV poly- 
nucleotide or the compliment thereof in the sample; and 

(b) determining whether polynucleotide duplexes comprising said probe are formed. 
40 24. A method according to claim 23 wherein the probe is a RNA polynucleotide. 

25. A method according to claim 23 or 24 wherein the probe is fixed to a solid phase. 

26. A method according to any one of claims 23 to 25 wherein the probe further comprises a detectable 
45 label. 

27. A method of producing a recombinant HCV polypeptide comprising incubating a host cell transformed 
by a recombinant vector comprising a coding sequence of a DNA polynucleotide encoding a polypep- 
tide, which polypeptide comprises a contiguous sequence of at least 10 amino acids encoded by the 

so genome of hepatitis C virus (HCV) and comprising an antigenic determinant, wherein HCV is character- 
ized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
55 amino acid sequence in Figure 14, 

wherein the coding sequence is operably linked to a control sequence capable of providing for the 
expression of the coding sequence by the host cell under conditions that provide for the expression of 
the coding sequence. 
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2a A method according to claim 27 wherein said polyprotein comprises an amino acid sequence having at 
least 60% homology to the 859 amino acid sequence in Figure 14. 

29. A method according to claim 27 or 28 wherein said contiguous sequence encodes at least 15 amino 
5 acids. 

30, A method according to any one of claims 27 to 29 wherein said contiguous sequence is found in Figure 
14. 

10 31. A method according to any one of claims 27 to 29 wherein said contiguous sequence is found in Figure 
47. 

32. A method according to any one of claims 27 to 29 wherein said contiguous sequence is encoded within 
the Iambda-gt11 cDNA library deposited with the American Type Culture Collection (ATCC) under 

75 accession no. 40394. 

k 

33. A method according to any one of claims 27 to 29 wherein the DNA polynucleotide sequence is as 
shown in any one of Figures 1, 3 to 32, 36, 46 or 47, or whose sequence is selectively hybridisabfe 
with the polynucleotide as shown in any one of Figures 1 , 3 to 32, 36, 46 or 47. 

20 

34. A method according to any one of claims 27 to 33 wherein said contiguous sequence is from a 
nonstructural viral protein. 

35. A method according to any one of claims 27 to 29 or 31 to 33 wherein said contiguous sequence is 
25 from a structural viral protein. 

36. A method comprising a mixing polypeptide in substantially isolated form prepared by the method of 
any one of claims 26 to 35 or a polypeptide of the same sequence prepared by chemical synthesis 
with a pharmaceutical ly acceptable exctpient. 

30 

37. A method according to claim 36 for the preparation of a vaccine. 

38. A method according to claim 27 or 28 wherein said contiguous sequence is fused to a non-HCV amino 
acid sequence. 

35 

39. A method according to claim 38 wherein said non-HCV amino acid sequence comprises a signal 
sequence. 

40. A method according to claim 38 wherein said non-HCV amino acid sequence comprises an amino acid 
40 sequence from beta-galactosidase or superoxide dismutase. 

41. A method according to claim 38 wherein the non-HCV amino acid sequence comprises a particle- 
forming protein. 

45 42. A method according to claim 41 wherein the particle-forming protein comprises hepatitis B surface 
antigen. 

43. A method comprising mixing a polypeptide prepared by the method of any one of claims 38 to 42 with 
a pharmaceutical ly acceptable excipient. 

50 

44. A method according to claim 43 for the preparation of a vaccine. 

45. An immunoassay method for detecting an HCV antigen in a sample comprising: 

(a) providing an anti-HCV antibody composition comprising antibodies that bind said antigenic 
55 determinant of a polypeptide as defined in any one of claims 1 to 4 or 7 to 1 5 which is (a) a purified 

preparation of polyclonal antibodies, or (b) a monoclonal antibody composition; 

(b) incubating a sample with said anti-HCV antibody composition under conditions that allow for the 
formation of an antibody-antigen complex; and 
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(c) determining whether antibody-antigen complex comprising the anti-HCV antibody is formed. 

46. A method according to claim 45 wherein the anti-HCV antibodies are fixed to a solid phase. 

47. A method of growing hepatitis C virus (MCV) comprising providing cells infected with HCV, and 
propagating said cells in vitro, wherein said HCV is characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

48. A method according to claim 47 wherein said polyprotein comprises an amino acid sequence having at 
least 60% homology to the 859 amino acid sequence in Figure 14. 

49. A method according to claim 47 or 48 wherein said cells comprise primary cells. 

* - • * » * 

50. A method according to claim 47 or 48 wherein said cells comprise a cell line. 

51. A method according to any one of claims 47 to 50 wherein said cells are hepatocytes or macrophages. 

52. A method of preparing a hepatitis C virus (HCV) immunoassay antigen, wherein HCV is characterized 

by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14; 

said antigen comprising an antigenic determinant immunologically reactive with an anti-HCV antibody, 
wherein 

(a) said anti-HCV antibody is immunologically reactive with a reference antigenic determinant (i) 
encoded by an HCV cDNA insert in the Iambda-gt11 library deposited with the American Type 
Culture Collection (ATCC) under accession no. 40394, or (ii) found in Figure 47; and 

(b) said reference antigenic determinant is immunologically reactive with sera from HCV-infected 
humans; 

which comprises fixing said immunoassay antigen to a solid phase. 

53. A method according to claim 52 wherein said reference antigenic determinant is found in Figure 1 4. 
Claims for the following Contracting State : GR 

1. An immunoassay for detecting antibody against hepatitis C virus (HCV) (anti-HCV antibody), which 
immunoassay comprises: 

(a) providing a polypeptide comprising an antigenic determinant bindable by said anti-HCV antibody, 
wherein said antigenic determinant comprises a contiguous amino acid sequence encoded by the 
HCV genome and wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 
859 amino acid sequence in Figure 14, 

(b) incubating a biological sample with said polypeptide under conditions that allow for the formation 
of antibody-antigen complex; and 

(c) determining whether antibody-antigen complex comprising said polypeptide is formed. 

2. An immunoassay according to claim 1 wherein the polypeptide is prepared by recombinant DNA 
expression. 

3. An immunoassay according to claim 1 wherein the polypeptide is prepared by chemical synthesis. 
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4. An immunoassay according to any one of claims 1 to 3 wherein said polypeptide is attached to a solid 
support. 

5. An immunoassay according to any one of claims 1 to 4 wherein said antibody-antigen complexes are 
5 detected by incubating the complexes with a labeled anti-human immunoglobulin antibody. 

6. An immunoassay of claim 5 wherein said anti-human immunoglobulin antibody is enzyme labeled. 

7. An immunoassay according to any one of claims 1 to 6 wherein said polyprotein comprises an amino 
w acid sequence having at least 60% homology to the 859 amino acid sequence in Figure 14. 

8. An immunoassay according to any one of claims 1 to 7 wherein the contiguous sequence is at least 10 
amino acids, 

15 9. An immunoassay according to any one of claims 1 to 8 wherein the contiguous sequence is at least 15 
amino acids. 

10. An immunoassay according to any one of claims 1 to 9 wherein the contiguous sequence is found in 
Figure 14. 

20 

11. An immunoassay according to any one of claims 1 to 9 wherein the contiguous sequence is found in 
Figure 47. 

12. An immunoassay according to any one of claims 1 to 9 wherein the contiguous sequence is as shown 
25 in any one of Figures 1, 3 to 32, 36, 46 or 47, or whose sequence is encoded in a polynucleotide 

selectively hybridisabie with the polynucleotide as shown in any one of Figures 1 , 3 to 32, 36, 46 or 47. 

13. An immunoassay according to any one of claims 1 to 12 wherein said contiguous sequence is encoded 
within the Iambda-gt11 cDNA library deposited with the American Type Culture Collection (ATCC) 

30 under accession no. 40394. 

14. An immunoassay according to any one of claims 1 to 13 wherein said contiguous sequence is from a 
nonstructural viral protein. 

35 15. An immunoassay according to any one of claims 1 to 9 or 11 to 13 wherein said contiguous sequence 
is from a structural viral protein. 

16. A method of performing a polymerase chain reaction wherein the primers are a pair of polynucleotides, 
which polynucleotides are each a contiguous sequence of nucleotides which is capable of selectively 

40 hybridizing to the genome of hepatitis C virus (HCV) or the compliment thereof, wherein HCV is 
characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
45 amino acid sequence in Figure 14. 

17. A method according to claim 16 wherein said polyprotein comprises an amino acid sequence having at 
least 60% homology to the 859 amino acid sequence in Figure 14. 

so 18. A method according to claim 16 or 17 wherein said contiguous polynucleotide sequence is at least 10 
nucleotides. 

19. A method according to claim 18 wherein said contiguous polynucleotide sequence is at least 15 
nucleotides. 

55 

20. A method according to claim 19 wherein said contiguous polynucleotide sequence is at least 20 
nucleotides. 



81 



EP 0 318 216 B1 



21. A method according to any one of claims 16 to 20 wherein the polynucleotide is a DNA polynucleotide. 

22. A method according to any one of claims 16 to 21 which further comprises the use of a polynucleotide 
probe capable of selectively hybridising to a region of the HCV genome between and not including the 

5 HCV sequences from which the primers are derived. 

23. A method for assaying a sample for the presence or absence of HCV polynucleotides comprising: 

(a) contacting the sample with a probe comprising a polynucleotide as defined in any one of claims 
16 to 21 under conditions that allow the selective hybridisation of said probe to an HCV poly- 

10 nucleotide or the compliment thereof in the sample; and 

(b) determining whether polynucleotide duplexes comprising said probe are formed. 

24. A method according to claim 23 wherein the probe is a RNA polynucleotide. 

75 25. A method according to claim 23 or 24 wherein the probe is fixed to a solid phase. 

26. A method according to any one of claims 23 to 25 wherein the probe "further comprises a detectable 
label. 

20 27. A method of producing a recombinant HCV polypeptide comprising incubating a host cell transformed 
by a recombinant vector comprising a coding sequence of a DNA polynucleotide encoding a polypep- 
tide, which polypeptide comprises a contiguous sequence of at least 10 amino acids encoded by the 
genome of hepatitis C virus (HCV) and comprising an antigenic determinant, wherein HCV is character- 
ized by: 

25 (i) a positive stranded RNA genome: 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14, 

wherein the coding sequence is operably linked to a control sequence capable of providing for the 
30 expression of the coding sequence by the host cell under conditions that provide for the expression of 
the coding sequence. 

28. A method according to claim 27 wherein said polyprotein comprises an amino acid sequence having at 
least 60% homology to the 859 amino acid sequence in Figure 14. 

35 

29. A method according to claim 27 or 28 wherein said contiguous sequence encodes at least 15 amino 
acids. 



30. A method according to any one of claims 27 to 29 wherein said contiguous sequence is found in Figure 
40 14. 

31. A method according to any one of claims 27 to 29 wherein said contiguous sequence is found in Figure 
47. 

45 32. A method according to any one of claims 27 to 29 wherein said contiguous sequence is encoded within 
the Iambda-gt11 cDNA library deposited with the American Type Culture Collection (ATCC) under 
accession no. 40394. 

33. A method according to any one of claims 27 to 29 wherein the DNA polynucleotide sequence is as 
so shown in any one of Figures 1 , 3 to 32, 36, 46 or 47, or whose sequence is selectively hybridisable 

with the polynucleotide as shown in any one of Figures 1 , 3 to 32, 36. 46 or 47. 

34. A method according to any one of claims 27 to 33 wherein said contiguous sequence is from a 
nonstructural viral protein. 

55 

35. A method according to any one of claims 27 to 29 or 31 to 33 wherein said contiguous sequence is 
from a structural viral protein. 
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36. A method comprising a mixing polypeptide in substantially isolated form prepared by the method of 
any one of claims 26 to 35 or a polypeptide of the same sequence prepared by chemical synthesis 
with a pharmaceuticalty acceptable excipient. 

5 37. A method according to claim 36 for the preparation of a vaccine. 

38. A method according to claim 27 or 28 wherein said contiguous sequence is fused to a non-HCV amino 
acid sequence. 

70 39. A method according to claim 38 wherein said non-HCV amino acid sequence comprises a signal 
sequence. 

40. A method according to claim 38 wherein said non-HCV amino acid sequence comprises an amino acid 
sequence from beta-galactosidase or superoxide dismutase. 

15 

41. A method according to claim 38 wherein the non-HCV amino acid sequence comprises a particle- 
forming protein. 

42. A method according to claim 41 wherein the particle-forming protein comprises hepatitis B surface 
20 antigen. 

43. A method comprising mixing a polypeptide prepared by the method of any one of claims 38 to 42 with 
a pharmaceutical ly acceptable excipient. 

25 44. A method according to claim 43 for the preparation of a vaccine. 

45. An immunoassay method for detecting an HCV antigen in a sample comprising: 

(a) providing an anti-HCV antibody composition comprising antibodies that bind said antigenic 
determinant of a polypeptide as defined in any one of claims 1 to 4 or 7 to 15 which is (a) a purified 

30 preparation of polyclonal antibodies, or (b) a monoclonal antibody composition; 

(b) incubating a sample with said anti-HCV antibody composition under conditions that allow for the 
formation of an antibody-antigen complex; and 

(c) determining whether antibody-antigen complex comprising the anti-HCV antibody is formed. 

35 46. A method according to claim 45 wherein the anti-HCV antibodies are fixed to a solid phase. 

47. A method of growing hepatitis C virus (HCV) comprising providing cells infected with HCV, and 
propagating said cells in vitro, wherein said HCV is characterized by: 

(i) a positive stranded RNA genome; 

40 (ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

48 A method according to claim 47 wherein said polyprotein comprises an amino acid sequence having at 
45 least 60% homology to the 859 amino acid sequence in Figure 14. 

49. A method according to claim 47 or 48 wherein said cells comprise primary cells. 

50. A method according to claim 47 or 48 wherein said cells comprise a cell line. 

50 

51. A method according to any one of claims 47 to 50 wherein said cells are hepatocytes or macrophages. 

52. A method of preparing a hepatitis C virus (HCV) immunoassay antigen, wherein HCV is characterized 
by: 

55 (i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(itt) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 1 4; 
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said antigen comprising an antigenic determinant immunologically reactive with an anti-HCV antibody, 
wherein 

(a) said anti-HCV antibody is immunologically reactive with a reference antigenic determinant (i) 
encoded by an HCV cDNA insert in the Iambda-gt11 library deposited with the American Type 

5 Culture Collection (ATCC) under accession no. 40394, or <ii) found in Figure 47; and 

(b) said reference antigenic determinant is immunologically reactive with sera from HCV-infected 
humans; 

which comprises fixing said immunoassay antigen to a solid phase. 
to 53. A method according to claim 52 wherein said reference antigenic determinant is found in Figure 14. 

54. An immobilised polypeptide for use in the immunoassay of any one of claims 1 to 15 wherein the 
polypeptide comprises an antigenic determinant bindable by an anti-HCV antibody as defined in claim 
1. 

55. A polypeptide in substantially isolated form comprising a contiguous sequence of at least 10 amino 
acids encoded by the genome of hepatitis C virus (HCV) and comprising an antigenic determinant, 
wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 
20 (ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

56. A polypeptide according to claim 55 which is as defined in any one of claims 2 to 4 or 7 to 15. 

25 

57. A polynucleotide in substantially isolated form comprising a contiguous sequence of nucleotides which 
is capable of selectively hybridizing to the genome of hepatitis C virus (HCV) or the compliment 
thereof, wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 
30 (ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

58. A polynucleotide according to claim 57 which is as defined in any one of claims 17 to 21 or 24 to 26. 

35 

59. An assay kit comprising a polynucleotide probe according to claim 58 in a suitable container. 

60. A polymerase claim reaction kit comprising a pair of primers capable of priming the synthesis of cDNA 
in a PCR reaction, wherein each of said primers is a polynucleotide as defined in any one of claims 16 

40 to 21. 

61. A PCR kit according to claim 60 further comprising a polynucleotide probe capable of selectively 
hybridising to a region of the HCV genome between and not including the HCV sequences from which 
the primers are derived. 

62. A DNA polynucleotide encoding a polypeptide, which polypeptide comprises a contiguous sequence of 
at least 10 amino acids encoded by the genome of hepatitis C virus (HCV) and comprising an antigenic 
determinant, wherein HCV is characterized by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14. 

63. A DNA polynucleotide according to claim 62 which is as defined in any one of claims 28 to 35. 

55 

64. A recombinant vector comprising a coding sequence which comprises a DNA polynucleotide according 
to any one of claims 62 or 63. 



45 
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65. A host cell transformed by a recombinant vector according to claim 64 wherein the coding sequence is 
operably linked to a control sequence capable of providing for the expression of the coding sequence 
by the host cell. 

5 66. An anti-HCV antibody composition comprising antibodies that bind said antigenic determinant of a 
polypeptide according to any one of claims 55 or 56 which is (a) a purified preparation of polyclonal 
antibodies, or (b) a monoclonal antibody composition. 

67. A composition according to claim 66 wherein the anti-HCV antibodies are fixed to a solid phase. 

TO 

68. An immunoassay kit comprising an anti-HCV antibody composition according to claim 66 or 67 in a 
suitable container. 

69. A polypeptide comprising a contiguous sequence of at least 10 amino acids encoded by the genome of 
75 hepatitis C virus (HCV) and comprising an antigenic determinant, wherein said contiguous sequence is 

fused to a non-HCV amino acid sequence, and wherein HCV is characterized by: 
<i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
20 amino acid sequence in Figure 14. 

70. A polypeptide according to claim 69 which is as defined in any one of claims 39 to 42. 

71. A hepatitis C virus (HCV) immunoassay antigen fixed to a solid phase, wherein HCV is characterized 
25 by: 

(i) a positive stranded RNA genome; 

(ii) said genome comprising an open reading frame (ORF) encoding a polyprotein; and 

(iii) said polyprotein comprising an amino acid sequence having at least 40% homology to the 859 
amino acid sequence in Figure 14; 

30 said antigen comprising an antigenic determinant immunologically reactive with an anti-HCV antibody, 
wherein 

(a) said anti-HCV antibody is immunologically reactive with a reference antigenic determinant (i) 
encoded by an HCV cDNA insert in the Iambda-gt11 library deposited with the American Type 
Culture Collection (ATCC) under accession no. 40394, or (ii) found in Figure 47; and 
35 (b) said reference antigenic determinant is immunologically reactive with sera from HCV-infected 

humans. 

72. An HCV antigen according to claim 71 wherein said reference antigenic determinant is found in Figure 
14. 

40 

Patentanspriiche 

PatentansprUche fUr folgende Vertragsstaaten : AT, BE, CH, DE, FR, GB, IT, LI, LU, NL, SE 

1. Polypeptid in im wesentlichen isolierter Form, umfassend eine Sequenz von mindestens 10 aufeinan- 
45 derfolgenden Aminosauren, die von dem Genom des Hepatitis C- Virus (HCV) codiert wird und eine 

antigene Determinante umfaBt, wobei HCV charakterisiert ist durch: 

(i) einen positiven Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
so Aminosauren umfassenden Sequenz in Figur 14 aufweist 

2. Polypeptid nach Anspruch 1, wobei das Polyprotein eine Aminosauresequenz umfaBt, die mindestens 
60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

55 3. Polypeptid nach Anspruch 1 oder 2, umfassend mindestens 15 Aminosauren. 

4. Polypeptid nach einem der vorangehenden Anspruche, hergestellt durch Expression rekombinanter 
DNA. 
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5. Polypeptid nach einem der AnsprOche 1 bis 3 f hergestellt durch chemische Synthese. 

6. Polypeptid nach einem der AnsprOche 1 bis 5, wobei die aufeinanderfolgende Sequenz in Fig. 14 
ge2eigt ist. 

5 

7. Polypeptid nach einem der AnsprOche 1 bis 5, wobei die aufeinanderfolgende Sequenz in Fig. 47 
gezeigt ist. 

8. Polypeptid nach einem der AnsprOche 1 bis 5, wobei die aufeinanderfolgende Sequenz innerhalb der 
10 lambda-gt11-cDNA-Genbank codiert ist, die bei der American Type Culture Collection (ATCC) unter der 

Hinterlegungs-Nummer 40394 hinterlegt ist. 

9. Polypeptid nach einem der AnsprOche 1 bis 8, wobei die aufeinanderfolgende Sequenz von einem 
nichtstrukturellen viralen Protein stammt. 

75 

10. Polypeptid nach einem der AnsprOche 1 bis 5, 7 oder 8, wobei die aufeinanderfolgende Sequenz von 
einem strukturellen viralen Protein stammt. 

11. Polypeptid nach einem der AnsprOche 1 bis 8, dessen Sequenz in einer der Figuren 1, 3 bis 32, 36, 46 
20 und 47 gezeigt ist, Oder dessen Sequenz von einem Polynucleotid codiert wird, das selektiv mit dem 

Polynucleotid gemaB einer der Figuren 1 , 3 bis 32, 36, 46 Oder 47 hybridisierbar ist. 

12. Polypeptid nach einem der AnsprOche 1 bis 11, wobei das Polypeptid an eine feste Phase fixiert ist. 

25 13. Immunoassay-Kit, umfassend ein Polypeptid nach einem der AnsprOche 1 bis 12 in einem geeigneten 
Behalter. 

14. Zusammensetzung, umfassend ein Polypeptid in im wesentlichen isolierter Form nach einem der 
AnsprOche 1 bis 1 1 im Gemisch mit einem pharmazeutisch vertraglichen Excipienten. 

30 

15. Impfstoff zusammensetzung nach Anspruch 14. 

16. Immunoassay zum Nachweis eines Antikorpers gegen Hepatitis C-Virus (HCV) (anti-HCV-Antikorper), 
wobei der Immunoassay folgende Schritte umfaBt: 

35 (a) Bereitstellung eines Polypeptids, umfassend eine antigene Determinante, an die der anti-HCV- 

Antikorper bindet, wobei die antigene Determinante eine aufeinanderfolgende Aminosauresequenz 
umfaBt, die von dem HCV-Genom codiert wird, und wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

40 (iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 

859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist, 

(b) Inkubation einer biologischen Probe mit dem Polypeptid unter Bedingungen, die die Ausbildung 
des Antikbrper-Antigen-Komplexes erlauben; und 

(c) Bestimmung, ob der das Polypeptid umfassende Antikorper-Antigen-Komplex ausgebildet wurde. 

45 

17. Immunoassay nach Anspruch 16, wobei das Polypeptid durch Expression rekombinanter DNA herge- 
stellt wurde. 

18. Immunoassay nach Anspruch 16, wobei das Polypeptid durch chemische Synthese hergestellt wurde. 

50 

19. Immunoassay nach einem der AnsprCiche 16 bis 18, wobei das Polypeptid an einen festen Trager 
geknOpft ist 

20. Immunoassay nach einem der AnsprOche 16 bis 19, wobei die Antikorper-Antigen-Komplexe durch 
55 Inkubation der Komplexe mit einem markierten Antikorper gegen menschliches Immunglobulin nachge- 

wiesen werden. 
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21. Immunoassay nach Anspruch 20, wobei der Antikdrper gegen menschliches Immunglobulin enzymmar- 
kiert ist. 

22. Immunoassay nach einem der AnsprUche 16 bis 21, wobei das Polyprotein eine Aminosauresequenz 
s umfaBt, die mindestens 60 % Homologie mit der 859 Aminosauren umfassenden Sequen2 in Rg. 14 

aufweist. 

23. Immunoassay nach einem der AnsprUche 16 bis 22, wobei die Sequenz mindestens 10 aufeinanderfol- 
gende AminosMuren umfafit. 

10 

24. Immunoassay nach einem der AnsprUche 16 bis 23, wobei die Sequenz mindestens 15 aufeinanderfol- 
gende AminosSuren umfaBt. 

25. Immunoassay nach einem der AnsprUche 16 bis 24, wobei die aufeinanderlolgende Sequenz in Fig. 14 
75 gezeigt ist. 

26. Immunoassay nach einem der AnsprUche 16 bis 24, wobei die aufeinanderlolgende Sequenz in Rg. 47 
gezeigt ist. 

20 27. Immunoassay nach einem der AnsprUche 16 bis 24, wobei die aufeinanderfolgende Sequenz eine 
Sequenz ist, wie sie in einer der Rguren 1, 3 bis 32, 36, 46 Oder 47 gezeigt ist, oder deren Sequenz 
von einem Polynucleotid codiert wird, das selektiv mit dem Polynucleotid hybridisierba/ ist, wie es in 
einer der Rguren 1 , 3 bis 32, 36, 46 Oder 47 gezeigt ist. 

25 28. Immunoassay nach einem der AnsprUche 16 bis 27, wobei die aufeinanderfolgende Sequenz innerhalb 
der lambda-gt11-cDNA-Genbank codiert ist, die bei der American Type Culture Collection (ATCC) unter 
der Hinteriegungs-Nr. 40394 hinterlegt ist. 

29. Immunoassay nach einem der AnsprUche 16 bis 28, wobei die aufeinanderfolgende Sequenz von 
30 einem nichtstrukturellen viralen Protein stammt. 

30. Immunoassay nach einem der AnsprUche 16 bis 24 oder 26 bis 28, wobei die aufeinanderfolgende 
Sequenz von einem strukturellen viralen Protein stammt. 

35 31. Immobilisiertes Polypeptid zur Verwendung in einem Immunoassay nach einem der AnsprUche 16 bis 
30, wobei das Polypeptid eine antigene Determinante umfaBt, die durch einen anti-HCV-Antikorper 
gemafi der Definition in Anspruch 16 gebunden wird. 

32. Polynucleotid in im wesentlichen isolierter Form, umfassend eine Sequenz von aufeinanderfolgenden 
40 Nucleotiden, die zur selektiven Hybridisierung mit dem Genom von Hepatitis C-Virus (HCV) oder dem 

Komplement davon fahig ist, wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
45 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

33. Polynucleotid nach Anspruch 32, wobei das Polyprotein eine Aminosauresequenz umfaBt, die minde- 
stens 60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

so 34. Polynucleotid nach Anspruch 32 oder 33, wobei die Sequenz mindestens 10 aufeinanderfolgende 
Nucleotide umfaBt. 

35. Polynucleotid nach Anspruch 34, wobei die Sequenz mindestens 15 aufeinanderfolgende Nucleotide 
umfaBt. 

55 

36. Polynucleotid nach Anspruch 35, wobei die Sequenz mindestens 20 aufeinanderfolgende Nucleotide 
umfaBt. 
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37. Polynucleotid nach einem der AnsprOche 32 bis 36, das ein DNA-Polynucleotid ist. 
3a Polynucleotid nach einem der AnsprOche 32 bis 36, das ein RNA-Polynucleotid ist. 

39. Polynucleotid nach einem der AnsprOche 32 bis 38, welches an eine teste Phase fixiert ist. 

40. Sonde, umfassend ein Polynucleotid nach einem der AnsprOche 32 bis 39, weiterhin einen nachweisba- 
ren Marker umfassend. 

41. Testkit, umfassend eine Polynucteotidsonde nach einem der AnsprOche 32 bis 40 in einem geeigneten 
Be ha Iter. 

42. Polymerasekettenreaktions (PCR)-Kit. umfassend ein Paar von Primern, die zum Primen der Synthese 
von cDNA in einer PCR-Reaktion fShig sind, wobei jeder der Primer ein Polynucleotid nach einem der 
AnsprOche 32 bis 37 ist. 

43. PCR-Kit nach Anspruch 42, weiterhin eine Polynucleotidsonde umfassend, die zur selektiven Hybridis- 
ierung mit einem Bereich des HCV-Genoms fahig ist, das zwischen den HCV-Sequenzen liegt, von 
denen die Primer stammen, und diese nicht umfaBt. 

44. Verfahren zur DurchfOhrung einer Polymerasekettenreaktion, wobei die Primer ein Paar von Polynucleo- 
tiden nach einem der AnsprOche 32 bis 37 sind. 

45. Verfahren zum Testen einer Probe auf die Gegenwart Oder Abwesenheit von HCV-Polynucleotiden, 
umfassend: 

(a) Inkontaktbringen der Probe mit einer Sonde, die ein Polynucleotid nach einem der AnsprOche 32 
bis 40 umfaBt, unter Bedingungen, die die selektive Hybridisierung der Sonde mit einem HCV- 
Polynucleotid Oder dem Komplement davon in der Probe ermoglichen; und 

(b) Bestimmung, ob Polynucleotidduplexe gebildet wurden, die die Sonde umfassen. 

46. DNA-Polynucleotid, das ein Polypeptid codiert, wobei das Polypeptid eine Sequenz von mindestens 10 
aufeinanderfolgenden Aminosauren umfaBt, die von dem Genom von Hepatitis C-Virus (HCV) codiert 
wird und eine antigene Determinante umfaBt, wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

47. DNA-Polynucleotid nach Anspruch 46, wobei das Polyprotein eine Aminosauresequenz umfaBt, die 
mindestens 60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

48. DNA-Polynucleotid nach Anspruch 46 oder 47, wobei die Sequenz mindestens 1 5 aufeinanderfolgende 
Aminosauren codiert. 

49. DNA-Polynucleotid nach einem der AnsprOche 46 bis 48, wobei die aufeinanderfolgende Sequenz in 
Fig. 14 gezeigt ist. 

50. DNA-Polynucleotid nach einem der AnsprOche 46 bis 48, wobei die aufeinanderfolgende Sequenz in 
Fig. 47 gezeigt ist. 

51. DNA-Polynucleotid nach einem der AnsprOche 46 bis 48. wobei die aufeinanderfolgende Sequenz 
innerhalb der Iambda-gt1 1-cDNA-Genbank codiert ist, die bei der American Type Culture Collection 
(ATCC) unter der Hinterlegungsnummer 40394 hinterlegt ist. 

52. DNA-Polynucleotid nach einem der AnsprOche 46 bis 48, dessen Sequenz in einer der Figuren 1, 3 bis 
32, 36, 46 oder 47 gezeigt ist, oder dessen Sequenz selektiv mit dem Polynucleotid hybridtsierbar ist, 
das in einer der Rguren 1 , 3 bis 32, 36, 46 oder 47 gezeigt ist. 
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53. DNA-Polynucleotid nach einem der AnsprOche 46 bis 52, wobei die aufeinanderfolgende Sequenz von 
einem nichtstrukturellen viralen Protein stammt. 

54. DNA-Polynucleotid nach einem der AnsprOche 46 bis 46 Oder 50 bis 52, wobei die aufeinanderfolgende 
Sequenz von einem strukturellen viralen Protein stammt. 

55. Rekombinanter Vektor, umfassend eine codierende Sequenz, die ein DNA-Polynucleotid nach einem 
der AnsprOche 46 bis 54 umfaBt. 

56. Wirtszelle, transformiert mit einem rekombinanten Vektor nach Anspruch 55, wobei die codierende 
Sequenz funktionell mit einer Kontrollsequenz verknOpft ist, die die Expression der codierenden 
Sequenz durch die Wirtszelle ermdglicht. 

57. Verfahren zur Herstellung eines rekombinanten HCV-Polypeptids, umfassend die Inkubation einer 
Wirtszelle nach Anspruch 56 unter Bedingungen, die zur Expression der codierenden Sequenz fOhren. 

58. Anti-HCV-Antikorper-Zusammensetzung, umfassend Antikorper, die die antigene Determinante eines 
Polypeptids nach einem der AnsprOche 1 bis 12 binden, die (a) ein gereinigtes Praparat von 
polyclonalen Antikorpern oder (b) eine Zusammensetzung aus monocionalen Antikorpern ist, 

59. Zusammensetzung nach Anspruch 58, wobei die anti-HCV- Antikorper an eine teste Phase fixiert sind. 

60. Immunoassay- Kit, umfassend eine anti-HCV-Antikdrper- Zusammensetzung nach Anspruch 58 Oder 59 
in einem geeigneten Be ha Iter. 

61. Immunoassay- Verfahren zum Nachweis eines HCV-Antigens in einer Probe, umfassend: 

(a) Bereitstellung einer anti-HCV- Antikorper-Zusammensetzung nach Anspruch 58 Oder 59; 

(b) Inkubation einer Probe mit der anti-HCV-Antikorper-Zusammensetzung unter Bedingungen, die 
die Ausbildung eines Antikorper- Antigen- Komplexes erlauben; und 

(c) Bestimmung, ob ein den anti-HCV- Antikorper umfassender Antikorper-Antigen-Komplex ausgebil- 
det wurde. 

62. Polypeptid, umfassend eine Sequenz von mindestens 10 aufeinanderfolgenden Aminosauren, die durch 
das Genom von Hepatitis C-Virus (HCV) codiert wird und eine antigene Determinante umfaBt, wobei die 
aufeinanderfolgende Sequenz mit einer nicht-HCV-Aminosauresequenz fusioniert ist, und wobei HCV 
folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

63. Polypeptid nach Anspruch 62, wobei das Polyprotein eine Aminosauresequenz umfaBt, die mindestens 
60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

64. Polypeptid nach Anspruch 62 oder 63, wobei die nicht-HCV-Aminosauresequenz eine Signalsequenz 
umfaBt. 

65. Polypeptid nach Anspruch 62 oder 63, wobei die nicht-HCV-Aminosauresequenz eine Aminosaurese- 
quenz von 0-Galactosidase oder Superoxiddismutase umfaBt. 

66. Polypeptid nach Anspruch 62 oder 63, wobei die nicht-HCV-Aminosauresequenz ein teilchenbildendes 
Protein umfaBt. 

67. Polypeptid nach Anspruch 66, wobei das teilchenbildende Protein Hepatitis B-OberfiSchenantigen 
umfaBt. 

68. Polypeptid nach einem der AnsprOche 1 bis 12 oder 62 bis 67 zur Verwendung in einem Verfahren zur 
Herstellung von anti-HCV- Antikorpern, umfassend die Verabreichung des Polypeptids an einen Sauger 
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in einer Menge, die zur Erzeugung einer Immunantwort ausreicht. 

69. Zusammensetzung, umfassend ein Polypeptid nach einem der AnsprUche 62 bis 67 im Gemisch mit 
einem pharmazeutisch vertraglichen Excipienten. 

70. Impfstoff nach Anspruch 69. 

71. Verfahren zur ZOchtung von Hepatitis C-Virus (HCV), umfassend die Bereitstellung von mit HCV 
infizierten Zellen und Vermehrung dieser Zellen in vitro, wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms, 

(ii) das Genom umfafit ein offenes Leseraster (ORF). welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfafit eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

72. Verfahren nach Anspruch 71, wobei das Polyprotein eine Aminosauresequenz umfafit, die mindestens 
60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist 

73. Verfahren nach Anspruch 71 Oder 72, wobei die Zellen prima re Zellen umfassen. 

74. Verfahren nach Anspruch 71 Oder 72, wobei die Zellen eine Zellinie umfassen. 

75. Verfahren nach einem der Anspruche 71 bis 74, wobei die Zellen Hepatocyten oder Macrophagen sind. 

76. Hepatitis C-Virus (HCV)-lmmunoassay-Antigen, fixiert an eine teste Phase, wobei HCV folgendermaBen 
charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfafit ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfafit eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist; 

wobei das Antigen eine antigene Determinante umfafit, die immunologisch reaktiv mit einem anti-HCV- 
Antikorper ist, wobei 

(a) der anti-HCV-Antikorper immunologisch reaktiv mit einer als Bezug dienenden antigenen Deter- 
minante ist, die (i) von einer HCV-cDNA-lnsertion in der lambda-gt11-Genbank codiert wird, welche 
bei der American Type Culture Collection (ATCC) unter der Hinterlegungs-Nr. 40394 hinterlegt ist. 
oder (ii) in Figur 47 gezeigt ist; und 

(b) die als Bezug dienende antigene Determinante immunologisch reaktiv mit Seren von HCV- 
infizierten Menschen ist. 

77. HCV-Antigen nach Anspruch 76, wobei die als Bezug dienende antigene Determinante in Fig. 14 
gezeigt ist. 

Patentanspruche fur folgenden Vertragsstaat : ES 

1. Immunoassay zum Nachweis eines Antikorpers gegen Hepatitis C-Virus (HCV) (anti-HCV-Antik6rper), 
wobei der Immunoassay folgende Schritte umfafit: 

(a) Bereitstellung eines Potypeptids, umfassend eine antigene Determinante, an die der anti-HCV- 
Antikorper bindet, wobei die antigene Determinante eine aufeinanderfolgende Aminosauresequenz 
umfafit, die von dem HCV-Genom codiert wird, und wobei HCV folgendermafien charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfafit ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 
859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist, 

(b) Inkubation einer biologischen Probe mit dem Polypeptid unter Bedingungen, die die Ausbildung 
des Antikorper-Antigen-Komplexes erlauben; und 

(c) Bestimmung, ob der das Polypeptid umfassende Antikorper-Antigen-Komplex ausgebildet wurde. 

2. Immunoassay nach Anspruch 1 , wobei das Polypeptid durch Expression rekombinanter DNA hergestellt 
wurde. 
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3. Immunoassay nach Anspruch 1 , wobei das Polypeptid durch chemische Synthase hergestellt wurde. 

4. Immunoassay nach einem der AnsprOche 1 bis 3, wobei das Polypeptid an einen festen Trager 
geknUpft ist. 

5 

5. Immunoassay nach einem der AnsprOche 1 bis 4, wobei die Antikdrper-Antigen-Komplexe durch 
Inkubation der Komplexe mit einem markierten Antikorper gegen menschliches Immunglobulin nachge- 
wiesen werden. 

w 6. Immunoassay nach Anspruch 5, wobei der Antikorper gegen menschliches Immunglobulin enzymmar- 
kiert ist. 

7. Immunoassay nach einem der AnsprOche 1 bis 6, wobei das Polyprotein eine Aminosauresequenz 
umfaBt. die mindestens 60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Rg. 14 

75 aufweist. 

8. Immunoassay nach einem* der AnsprOche 1 bis 7, wobei die Sequenz mindestens 10 aufeinanderfol- 
gende Aminosauren umfaBt. 

20 9. Immunoassay nach einem der AnsprOche 1 bis 8, wobei die Sequenz mindestens 15 aufeinanderfol- 
gende Aminosauren umfaBt. 

10. Immunoassay nach einem der AnsprOche 1 bis 9, wobei die aufeinanderfolgende Sequenz in Fig. 14 
gezeigt ist. 

25 

11. Immunoassay nach einem der AnsprOche 1 bis 9, wobei die aufeinanderfolgende Sequenz in Fig. 47 
gezeigt ist. 

12. Immunoassay nach einem der AnsprOche 1 bis 9, wobei die aufeinanderfolgende Sequenz eine 
30 Sequenz ist, wie sie in einer der Figuren 1 , 3 bis 32, 36, 46 oder 47 gezeigt ist, oder deren Sequenz 

von einem Polynucleotid codiert wird, das selektiv mit dern Polynucleotid hybridisierbar ist, wie es in 
einer der Figuren 1 , 3 bis 32, 36, 46 oder 47 gezeigt ist. 

13. Immunoassay nach einem der AnsprOche 1 bis 12, wobei die aufeinanderfolgende Sequenz innerhalb 
35 der lambda-gt11-cDNA-Genbank codiert ist, die bei der American Type Culture Collection (ATCC) unter 

der Hinterlegungs-Nr. 40394 hinterlegt ist. 

14. Immunoassay nach einem der AnsprOche 1 bis 13, wobei die aufeinanderfolgende Sequenz von einem 
nichtstrukturellen viralen Protein stammt. 

40 

15. Immunoassay nach einem der AnsprOche 1 bis 9 oder 11 bis 13, wobei die aufeinanderfolgende 
Sequenz von einem strukturellen viralen Protein stammt. 

16. Verfahren zur DurchfOhrung einer Polymerasekettenreaktion, wobei die Primer ein Paar von Polynucleo- 
45 tiden sind, wobei die Polynucleotide jeweils eine Sequenz von aufeinanderfolgenden Nucleotiden 

umfassen, die zur selektiven Hybridisierung mit dem Genom von Hepatitis C-Virus (HCV) oder dem 
Komplement davon fMhig ist, wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

so (iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 

Aminosauren umfassenden Sequenz in Fig. 14 aufweist 

17. Verfahren nach Anspruch 16, wobei das Polyprotein eine Aminosauresequenz umfaBt, die mindestens 
60 % Homologie mit der 859 AminosSuren umfassenden Sequenz in Fig. 14 aufweist. 

55 

18. Verfahren nach Anspruch 16 oder 17, wobei die Polynucleotidsequenz mindestens 10 aufeinanderfol- 
gende Nucleotide umfaBt. 
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19. Verfahren nach Anspruch 18, wobei die Polynucleotidsequenz mindestens 15 aufeinanderfolgende 
Nucleotide umfaBt. 

20. Verfahren nach Anspruch 19, wobei die Polynucleotidsequenz mindestens 20 aufeinanderfolgende 
5 Nucleotide umfaBt. 

21. Verfahren nach einem der AnsprUche 16 bis 20, wobei das Polynucleotid ein DNA-Polynucleotid ist. 

22. Verfahren nach einem der AnsprUche 16 bis 21, weiterhin umfassend die Verwendung einer Polynu- 
io cleotidsonde, die zur selektiven Hybridisierung mit einem Bereich des HCV-Genoms fShig ist, das 

zwischen den HCV-Sequenzen liegt von denen die Primer stammen, und diese nicht umfafit 

23. Verfahren zum Testen einer Probe auf die Gegenwart oder Abwesenhett von HCV-Polynucleotiden, 
umfassend: 

75 (a) Inkontaktbringen der Probe mit einer Sonde, die ein Polynucleotid gemSS der Definition in einem 

der AnsprUche 16 bis 21 umfaBt, unter Bedingungen, die die selektive Hybridisierung der Sonde mit 
einem HCV-Polynucleotid Oder dem Komplement davon in der Probe ermdglichen; und 
(b) Bestimmung, ob Polynucleotidduplexe gebildet wurden, die die Sonde umfassen. 

20 24. Verfahren nach Anspruch 23, wobei die Sonde ein RNA-Polynucleotid ist. 

25. Verfahren nach Anspruch 23 Oder 24, wobei die Sonde an eine feste Phase fixiert ist. 

26. Verfahren nach einem der AnsprUche 23 bis 25, wobei die Sonde weiterhin einen nachweisbaren 
25 Marker umfaBt. 

27. Verfahren zur Herstellung eines rekombinanten HCV-Polypeptids, umfassend die Inkubation einer mit 
einem rekombinierten Vektor transform ierten Wirtszelie, wobei der Vektor eine codierende Sequenz 
eines DNA-Polynucleotids, das ein Polypeptid codiert, umfaBt, wobei das Polypeptid eine Sequenz von 

30 mindestens 10 aufeinanderfolgenden Aminosauren umfaBt, die von dem Genom von Hepatitis C- Virus 
(HCV) codiert wird und eine antigene Determinante umfaBt, wobei HCV folgendermaBen charakterisiert 
ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfafit ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

35 (iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 

Aminosauren umfassenden Sequenz in Rg. 14 aufweist, 
wobei die codierende Sequenz funktionell mit einer Kontrotlsequenz verknUpft ist, die die Expression 
der codierenden Sequenz durch die Wirtszelie unter Bedingungen ermoglicht, die zur Expression der 
codierenden Sequenz fuhren. 

40 

28. Verfahren nach Anspruch 27, wobei das Polyprotein eine Aminosauresequenz umfaBt, die mindestens 
60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

29. Verfahren nach Anspruch 27 oder 28, wobei die Sequenz mindestens 15 aufeinanderfolgende Amino- 
45 * sauren codiert. 

30. Verfahren nach einem der AnsprUche 27 bis 29, wobei die aufeinanderfolgende Sequenz in Fig. 14 
gezeigt ist. 

so 31. Verfahren nach einem der AnsprUche 27 bis 29, wobei die aufeinanderfolgende Sequenz in Fig. 47 
gezeigt ist. 

32. Verfahren nach einem der AnsprUche 27 bis 29, wobei die aufeinanderfolgende Sequenz innerhalb der 
lambda-gt11-cDNA-Genbank codiert ist, die bei der American Type Culture Collection (ATCC) unter der 

55 Hinterlegungsnummer 40394 hinterlegt ist. 

33. Verfahren nach einem der AnsprUche 27 bis 29, wobei die DNA-Polynucleotidsequenz wie in einer der 
Figuren 1, 3 bis 32, 36, 46 oder 47 gezeigt ist, oder deren Sequenz selektiv mit dem Polynucleotid 
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hybridisierbar ist. das in einer der Rguren 1. 3 bis 32, 36, 46 Oder 47 gezeigt ist. 

34. Verfahren nach einem der AnsprUche 27 bis 33, wobei die aufeinanderfolgende Sequenz von einem 
nichtstrukturellen viralen Protein stammt. 

5 

35. DNA-Polynucleotid nach einem der AnsprUche 27 bis 29 oder 31 bis 33, wobei die aufeinanderfolgende 
Sequenz von einem strukturellen viraten Protein stammt. 

36. Verfahren, umfassend das Mischen eines Polypeptids in im wesentlichen isolierter Form, hergestellt 
w gem a 6 dem Verfahren nach einem der AnsprUche 26 bis 35, Oder ein Polypeptid mrt der gteichen 

Sequenz, das durch chemische Synthese hergestellt wurde, mit einem pharmazeutisch vertrag lichen 
Excipienten. 

37. Verfahren nach Anspruch 36 fur die Herstellung eines Impfstoffs. 

15 

38. Verfahren nach Anspruch 27 oder 28, wobei die aufeinanderfolgende Sequenz mit einer nicht-HCV- 
AminosSuresequenz fusioniert ist. 

39. Verfahren nach Anspruch 38, wobei die nicht-HCV-Aminosauresequenz eine Signalsequenz umfaBt. 

20 

40. Verfahren nach Anspruch 38, wobei die nicht-HCV-Aminosauresequenz eine Aminosauresequenz von 
0-Galactosidase oder Superoxiddismutase umfaBt. 

41. Verfahren nach Anspruch 38, wobei die nicht-HCV-Aminosauresequenz ein teilchenbildendes Protein 
25 umfaBt. 

42. Verfahren nach Anspruch 41, wobei das teilchenbildende Protein Hepatitis B-Oberflachenantigen 
umfaBt. 

30 43. Verfahren, umfassend das Mischen eines Polypeptids, hergestellt gemaB dem Verfahren nach einem 
der AnsprOche 38 bis 42, mit einem pharmazeutisch vertraglichen Excipienten. 

44. Verfahren nach Anspruch 43 fur die Herstellung eines Impfstoffs. 

35 45. Immunoassay-Verfahren zum Nachweis eines HCV- Antigens in einer Probe, umfassend: 

(a) Bereitstellung einer Anti-HCV-Antikorper-Zusammensetzung, umfassend Antikorper, die die anti- 
gene Determinante eines Polypeptids nach einem der AnsprOche 1 bis 4 oder 7 bis 15 binden, die 
(a) ein gereinigtes Praparat von polyclonalen Antikorpern oder (b) eine Zusammensetzung aus 
monoclonalen Antikorpern ist; 

40 (b) Inkubation einer Probe mit der anti-HCV-Antikbrper-Zusammensetzung unter Bedingungen, die 

die Ausbildung eines Antikorper-Antigen-Komplexes erlauben; und 

(c) Bestimmung, ob ein den anti- HCV- Antikorper umfassender Antikorper- Antigen- Komplex ausgebil- 
det wurde. 

45 46. Verfahren nach Anspruch 45, wobei die anti- HCV- Antikorper an eine teste Phase fixiert sind. 

47. Verfahren zur ZUchtung von Hepatitis C-Virus (HCV), umfassend die Bereitstellung von mit HCV 
infizierten Zellen und Vermehrung dieser Zellen in vitro, wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms, 
so (ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist 

48. Verfahren nach Anspruch 47, wobei das Polyprotein eine Aminosa'uresequenz umfaBt, die mindestens 
55 60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

49. Verfahren nach Anspruch 47 oder 48, wobei die Zellen primare Zellen umfassen. 



93 



EP 0 318 216 B1 



50. Verfahren nach Anspruch 47 Oder 48, wobei die Zellen eine Zetlinie umfassen. 

51. Verfahren nach einem der Anspruche 47 bis 50, wobei die Zellen Hepatocyten oder Macrophagen sind. 

5 52. Verfahren zur Herstellung eines Hepatitis C-Virus (HCV)-lmmunoassay-Antigens, wobei HCV folgender- 
mafien charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine AminosSuresequenz, die mindestens 40 % Homologie mit der 859 
10 Aminosa'uren umfassenden Sequenz in Fig. 14 aufweist; 

wobei das Antigen eine antigene Determinante umfaBt, die immunologisch reaktiv mit einem anti-HCV- 
AntikSrper ist, wobei 

(a) der anti-HCV-Antikdrper immunologisch reaktiv mit einer als Bezug dienenden antigenen Deter- 
minante ist, die (i) yon einer HCV-cDNA-lnsertion in der lambda-gtH-Genbank codiert wird, welche 

rs bei der American Type Culture Collection (ATCC) unter der Hinterlegungs-Nr. 40394 hinterlegt ist, 

oder (ii) in Rgur 47 gezeigt ist; und 

(b) die als Bezug dienende antigene 'Determinante immunologisch reaktiv mit Seren von HCV- 
infizierten Menschen ist; 

umfassend die Rxierung des Immunoassay-Antigens an eine teste Phase. 

20 

53. Verfahren nach Anspruch 52, wobei die als Bezug dienende antigene Determinante in Fig. 14 gezeigt 
ist. 

Patentanspriiche fur folgenden Vertragsstaat : GR 

25 

1. Immunoassay zum Nachweis eines Antikorpers gegen Hepatitis C- Virus (HCV) (anti-HCV-Antikorper) t 
wobei der Immunoassay folgende Schritte umfaBt: 

(a) Bereitstellung eines Polypeptids, umfassend eine antigene Determinante, an die der anti-HCV- 
Antikdrper bindet, wobei die antigene Determinante eine aufeinanderfolgende Aminosauresequenz 
30 umfaBt, die von dem HCV-Genom codiert wird, und wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 
859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist, 

35 (b) Inkubation einer biologischen Probe mit dem Polypeptid unter Bedingungen, die die Ausbildung 

des Antikorper-Antigen-Komplexes erlauben; und 

(c) Bestimmung, ob der das Polypeptid umfassende Antikorper- Antigen-Komplex ausgebildet wurde. 

2. Immunoassay nach Anspruch 1 , wobei das Polypeptid durch Expression rekombinanter DNA hergestellt 
40 wurde. 

3. Immunoassay nach Anspruch 1, wobei das Polypeptid durch chemische Synthese hergestellt wurde. 

4. Immunoassay nach einem der Anspruche 1 bis 3, wobei das Polypeptid an einen festen Trager 
45 geknupft ist 

5. Immunoassay nach einem der AnsprOche 1 bis 4, wobei die Antikorper- Antigen- Kompiexe durch 
Inkubation der Kompiexe mit einem markierten Antikorper gegen menschliches Immunglobulin nachge- 
wiesen werden. 

50 

6. Immunoassay nach Anspruch 5, wobei der Antikorper gegen menschliches Immunglobulin enzymmar- 
kiert ist. 

7. Immunoassay nach einem der Anspruche 1 bis 6, wobei das Polyprotein eine Aminosauresequenz 
55 umfaBt, die mindestens 60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 

aufweist. 



94 



EP 0 318 216 B1 



& Immunoassay nach einem der AnsprOche 1 bis 7, wobei die Sequenz mindestens 10 aufeinanderfol- 
gende Aminosauren umfafit. 

9. Immunoassay nach einem der AnsprOche 1 bis 8, wobei die Sequenz mindestens 15 aufeinanderfol- 
5 gende Aminosauren umfaBt 

10. Immunoassay nach einem der AnsprOche 1 bis 9, wobei die aufeinanderfolgende Sequenz in Fig. 14 
gezeigt ist 

10 11. Immunoassay nach einem der AnsprOche 1 bis 9, wobei die aufeinanderfolgende Sequenz in Fig. 47 
gezeigt ist. 

12. Immunoassay nach einem der AnsprOche 1 bis 9, wobei die aufeinanderfolgende Sequenz eine 
Sequenz ist, wie sie in einer der Figuren 1 , 3 bis 32, 36, 46 Oder 47 gezeigt ist, Oder deren Sequenz 

75 von einem Polynucleotid codiert wird, das selektiv mit dem Polynucleotid hybridisierbar ist, wie es in 
einer der Figuren 1 , 3 bis 32, 367 46 Oder 47 gezefgt ist. 

13. Immunoassay nach einem der AnsprOche 1 bis 12, wobei die aufeinanderfolgende Sequenz innerhalb 
der lambda-gt11-cDNA-Genbank codiert ist. die bei der American Type Culture Collection (ATCC) unter 

20 der Hinterlegungs-Nr. 40394 hinterlegt ist. 

14. Immunoassay nach einem der AnsprOche 1 bis 13, wobei die aufeinanderfolgende Sequenz von einem 
nichtstrukturellen viralen Protein stammt. 

25 15. Immunoassay nach einem der AnsprOche 1 bis 9 oder 11 bis 13, wobei die aufeinanderfolgende 
Sequenz von einem strukturellen viralen Protein stammt. 

16. Verfahren zur DurchfOhrung einer Polymerasekettenreaktion, wobei die Primer ein Paar von Polynucleo- 
tiden sind, wobei die Polynucleotide jeweils eine Sequenz von aufetnanderfolgenden Nucleotiden 

30 umfassen, die zur selektiven Hybridisierung mit dem Genom von Hepatitis C-Virus (HCV) oder dem 
Komplement davon fahig ist, wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfafit ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
35 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

17. Verfahren nach Anspruch 16, wobei das Polyprotein eine Aminosauresequenz umfaBt, die mindestens 
60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

40 18. Verfahren nach Anspruch 16 oder 17, wobei die Polynucleotidsequenz mindestens 10 aufeinanderfol- 
gende Nucleotide umfaBt. 

19. Verfahren nach Anspruch 18, wobei die Polynucleotidsequenz mindestens 15 aufeinanderfolgende 
Nucleotide umfaBt. 

45 

20. Verfahren nach Anspruch 19, wobei die Polynucleotidsequenz mindestens 20 aufeinanderfolgende 
Nucleotide umfaBt. 

21. Verfahren nach einem der AnsprOche 16 bis 20, wobei das Polynucleotid ein DNA-Polynucleotid ist. 

50 

22. Verfahren nach einem der AnsprOche 16 bis 21, weiterhin umfassend die Verwendung einer Polynu- 
cleotidsonde, die zur selektiven Hybridisierung mit einem Bereich des HCV-Genoms fahig ist, das 
zwischen den HCV-Sequenzen liegt, von denen die Primer stammen, und diese nicht umfafit. 

55 23. Verfahren zum Testen einer Probe auf die Gegenwart oder Abwesenheit von HCV- Poly nucleotiden, 
umfassend: 

(a) Inkontaktbringen der Probe mit einer Sonde, die ein Polynucleotid gemaB der Definition in einem 
der AnsprOche 16 bis 21 umfaBt, unter Bedingungen, die die selektive Hybridisierung der Sonde mit 
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einem HCV-Polynucleotid oder dem Komplement davon in der Probe ermdglichen; und 
(b) Bestimmung, ob Polynucleotidduplexe gebildet wurden, die die Sonde umfassen. 

24. Verfahren nach Anspruch 23, wobei die Sonde ein RNA-Polynucleotid ist. 

5 

25. Verfahren nach Anspruch 23 Oder 24, wobei die Sonde an eine teste Phase fixiert ist. 

26. Verfahren nach einem der Ansprliche 23 bis 25, wobei die Sonde weiterhin einen nachweisbaren 
Marker umfaBt. 

w 

27. Verfahren zur Herstellung eines rekombinanten HCV-Polypeptids, umfassend die Inkubation einer mit 
einem rekombinierten Vektor transformierten Wirtszelle, wobei der Vektor eine codierende Sequenz 
eines DNA-Polynucleotids. das ein Polypeptid codiert, umfaBt, wobei das Polypeptid eine Sequenz von 
mindestens 10 aufeinanderfolgenden Aminosauren umfaBt, die von dem Genom von Hepatitis C- Virus 

75 (HCV) codiert wird und eine antigene Determinants umfaBt, wobei HCV folgendermafien charakterisiert 
ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosa'uresequenz, die mindestens 40 % Homologie mit der 859 
20 Aminosauren umfassenden Sequenz in Fig. 14 aufweist, 

wobei die codierende Sequenz funktionell mit einer Kontrollsequenz verknUpft ist, die die Expression 
der codierenden Sequenz durch die Wirtszelle unter Bedingungen ermoglicht, die zur Expression der 
codierenden Sequenz ftihren. 

25 28. Verfahren nach Anspruch 27, wobei das Polyprotein eine Aminosauresequenz umfaBt, die mindestens 
60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist 

29. Verfahren nach Anspruch 27 oder 28, wobei die Sequenz mindestens 15 aufeinanderfolgende Amino- 
sSuren codiert. 

30 

30. Verfahren nach einem der Anspruche 27 bis 29, wobei die aufeinanderfolgende Sequenz in Fig. 14 
gezeigt ist. 

31. Verfahren nach einem der Anspruche 27 bis 29, wobei die aufeinanderfolgende Sequenz in Fig. 47 
35 gezeigt ist. 

32. Verfahren nach einem der Ansprilche 27 bis 29, wobei die aufeinanderfolgende Sequenz innerhalb der 
lambda-gt11-cDNA-Genbank codiert ist, die bei der American Type Culture Collection (ATCC) unter der 
Hinterlegungsnummer 40394 hinterlegt ist. 

40 

33. Verfahren nach einem der Anspruche 27 bis 29, wobei die DNA-Polynucleotidsequenz wie in einer der 
Figuren 1, 3 bis 32, 36, 46 oder 47 gezeigt ist, oder deren Sequenz selektiv mit dem Polynucleotid 
hybridisierbar ist, das in einer der Figuren 1 , 3 bis 32, 36, 46 oder 47 gezeigt ist. 

45 34. Verfahren nach einem der Anspruche 27 bis 33, wobei die aufeinanderfolgende Sequenz von einem 
nichtstrukturellen viralen Protein stammt. 

35. DNA-Polynucleotid nach einem der Ansprilche 27 bis 29 oder 31 bis 33, wobei die aufeinanderfolgende 
Sequenz von einem strukturellen viralen Protein stammt. 

50 

36. Verfahren, umfassend das Mischen eines Polypeptids in im wesentlichen isolierter Form, hergestellt 
gemaB dem Verfahren nach einem der AnsprOche 26 bis 35, oder ein Polypeptid mit der gleichen 
Sequenz, das durch chemische Synthese hergestellt wurde, mit einem pharmazeutisch vertraglichen 
Excipienten. 

55 

37. Verfahren nach Anspruch 36 fur die Herstellung eines Impfstoffs. 
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38. Verfahren nach Anspruch 27 oder 28, wobei die aufeinanderfolgende Sequenz mit einer nicht-HCV- 
AminosSuresequenz fusioniert ist. 

39. Verfahren nach Anspruch 38, wobei die nicht-HCV-Aminosauresequenz eine Signaisequenz umfaBt 

5 

40. Verfahren nach Anspruch 38, wobei die nicht-HCV-Aminosauresequenz eine Aminosauresequenz von 
£-Galactosidase oder Superoxiddismutase umfaBt. 

41. Verfahren nach Anspruch 38, wobei die nicht-HCV-Aminosauresequenz ein teilchenbildendes Protein 
w umfaBt. 

42. Verfahren nach Anspruch 41, wobei das teilchenbildende Protein Hepatitis B-OberflSchenanttgen 
umfaBt. 

is 43. Verfahren, umfassend das Mischen eines Polypeptids, hergestellt gemaB dem Verfahren nach einem 
der AnsprUctie 38 bis 42, mit einem pharmazeutisch vertraglichen Excipienten. 

44. Verfahren nach Anspruch 43 fur die Herstellung eines Impfstoffs. 

20 45. Immunoassay-Verfahren zum Nachweis eines HCV-Antigens in einer Probe, umfassend: 

(a) Bereitstellung einer Anti-HCV-Antikorper-Zusammensetzung, umfassend Antikorper, die die anti- 
gene Determinante eines Polypeptids nach einem der AnsprOche 1 bis 4 oder 7 bis 15 binden, die 
(a) ein gereinigtes Praparat von potyclonalen Antikorpern oder (b) eine Zusammensetzung aus 
monoclonalen Antikorpern ist; 

25 (b) Inkubation einer Probe mit der anti-HCV-Antikorper-Zusammensetzung unter Bedingungen, die 

die Ausbildung eines Antikorper-Antigen-Komplexes erlauben; und 

(c) Bestimmung, ob ein den anti-HCV- Antikorper umfassender Antikorper-Antigen-Komplex ausgebil- 
det wurde. 

30 46. Verfahren nach Anspruch 45, wobei die anti-HCV- Antikorper an eine feste Phase fixiert sind. 

47. Verfahren zur ZQchtung von Hepatitis C-Virus (HCV), umfassend die Bereitstellung von mit HCV 
infizierten Zellen und Vermehrung dieser Zellen in vitro, wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms, 

35 (ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist 

48. Verfahren nach Anspruch 47, wobei das Polyprotein eine Aminosauresequenz umfaBt, die mindestens 
40 60 % Homologie mit der 859 Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

49. Verfahren nach Anspruch 47 oder 48, wobei die Zellen primare Zellen umfassen. 

50. Verfahren nach Anspruch 47 oder 48, wobei die Zellen eine Zellinie umfassen. 

45 

51. Verfahren nach einem der Anspruche 47 bis 50, wobei die Zellen Hepatocyten oder Macrophagen sind. 

52. Verfahren zur Herstellung eines Hepatitis C-Virus (HCV)-lmmunoassay-Antigens, wobei HCV folgender- 
maBen charakterisiert ist: 

so (i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist; 

wobei das Antigen eine antigene Determinante umfaBt, die immunologisch reaktiv mit einem anti-HCV- 
55 Antikorper ist, wobei 

(a) der anti-HCV-Antikorper immunologisch reaktiv mit einer als Bezug dienenden antigenen Deter- 
minante ist, die (i) von einer HCV-cDN A- Insertion in der lambda-gt11-Genbank codiert wird, welche 
bei der American Type Culture Collection (ATCC) unter der Hinterlegungs-Nr. 40394 hinterlegt ist, 



97 



EP 0 318 216 B1 



oder (ii) in Figur 47 gezeigt ist; und 

(b) die als Bezug dienende antigene Determinate immunologisch reaktiv mit Seren von HCV- 
infizierten Menschen ist; 
umfassend die Fixierung des Immunoassay-Antigens an eine teste Phase. 

5 

53. Verfahren nach Anspruch 52, wobei die ats Bezug dienende antigene Determinants in Fig. 14 gezeigt 
ist. 

54. Immobilisiertes Polypeptid zur Verwendung in einem Immunoassay nach einem der AnsprOche 1 bis 
to 15, wobei das Polypeptid eine antigene Determinante umfaBt, die durch einen anti-HCV-Antiko'rper 

gemaB der Definition in Anspruch 1 gebunden wird. 

55. Polypeptid in im wesentlichen isolierter Form, umfassend eine Sequenz von mindestens 10 aufeinan- 
derfolgenden AminosSuren, die von dem Genom des Hepatitis C- Virus (HCV) codiert wird und eine 

75 antigene Determinante umfaBt, wobei HCV charakterisiert ist durch: 

(i) einen positiven Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Figur 14 aufweist. 

20 

56. Polypeptid nach Anspruch 55, gemaB der Definition in einem der Anspruche 2 bis 4 oder 7 bis 15. 

57. Polynucleotid in im wesentlichen isolierter Form, umfassend eine Sequenz von aufeinanderfolgenden 
Nucleotiden, die zur selektiven Hybridisierung mit dem Genom von Hepatitis C-Virus (HCV) oder dem 

25 Komplement davon fahig ist, wobei HCV folgendermaflen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfafit ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

30 

58. Polynucleotid nach Anspruch 57, gemaB der Definition in einem der Anspruche 17 bis 21 oder 24 bis 
26. 

59. Testkit, umfassend eine Polynucleotidsonde nach Anspruch 58 in einem geeigneten Behalter. 

35 

60. Polymerasekettenreaktions(PCR)-Kit, umfassend ein Paar von Primern, die zum Primen der Synthese 
von cDNA in einer PCR-Reaktion fahig sind, wobei jeder der Primer ein Polynucleotid gemaB der 
Definition in einem der Anspruche 16 bis 21 ist. 

40 61. PCR-Kit nach Anspruch 60, weiterhin eine Polynucleotidsonde umfassend, die zur selektiven Hybridis- 
ierung mit einem Bereich des HCV-Genoms fahig ist, das zwischen den HCV-Sequenzen liegt, von 
denen die Primer stammen, und diese nicht umfaBt. 

62. DNA-Polynucleotid, das ein Polypeptid codiert, wobei das Polypeptid eine Sequenz von mindestens 10 
45 aufeinanderfolgenden Aminosauren umfaBt, die von dem Genom von Hepatitis C-Virus (HCV) codiert 

wird und eine antigene Determinante umfaBt, wobei HCV folgendermaBen charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine AminosSuresequenz, die mindestens 40 % Homologie mit der 859 
so Aminosauren umfassenden Sequenz in Fig. 14 aufweist. 

63. DNA-Polynucleotid nach Anspruch 62, gemaB der Definition in einem der AnsprOche 28 bis 35. 

64. Rekombinanter Vektor, umfassend eine codierende Sequenz, die ein DNA-Polynucleotid nach einem 
55 der Anspruche 62 oder 63 umfaBt. 

65. Wirtszelle, transformiert mit einem rekombinanten Vektor nach Anspruch 64, wobei die codierende 
Sequenz funktionell mit einer Kontrollsequenz verkniipft ist, die die Expression der codierenden 
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Sequenz durch die Wirtszelle ermdglicht. 

66. Anti-HCV-Antikorper-Zusammensetzung. umfassend Antikorper, die die antigene Determinante eines 
Potypeptids nach einem der AnsprOche 55 oder 56 binden, die (a) ein gereinigtes Praparat von 

5 polyclonalen Antikorpem cxler (b) eine Zusammensetzung aus monoclonalen Antikfirpem ist. 

67. Mittel nach Anspaich 66. wobei die anti-HCV-Antik6rper an eine teste Phase fixiert sind. 

68. Immunoassay-Kit, umfassend eine anti-HCV- An tik6rper- Zusammensetzung nach Anspruch 66 Oder 67 
10 in einem geeigneten Be ha Iter. 

69. Polypeptid, umfassend eine Sequenz von mindestens 10 aufeinanderfolgenden AminosSuren, die durch 
das Genom von Hepatitis C- Virus (HCV) codiert wird und eine antigene Determinante umfaBt, wobei die 
aufeinanderfolgende Sequenz mit einer nicht-HCV-Aminosauresequenz fusioniert ist, und wobei HCV 

75 folgendermafien charakterisiert ist: 

(i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
AminosSuren umfassenden Sequenz in Fig. 14 aufweist. 

20 

70. Polypeptid nach Anspruch 69, gemaB der Definition in einem der Anspruche 39 bis 42. 

71. Hepatitis C- Virus (HCV>lmmunoassay-Antigen, fixiert an eine feste Phase, wobei HCV folgendermafien 
charakterisiert ist: 

25 (i) ein positiver Strang des RNA-Genoms; 

(ii) das Genom umfaBt ein offenes Leseraster (ORF), welches ein Polyprotein codiert; und 

(iii) das Polyprotein umfaBt eine Aminosauresequenz, die mindestens 40 % Homologie mit der 859 
Aminosauren umfassenden Sequenz in Fig. 14 aufweist; 

wobei das Antigen eine antigene Determinante umfaBt, die immunologisch reaktiv mit einem anti-HCV- 

30 Antikorper ist, wobei 

(a) der anti-HCV-Antikorper immunologisch reaktiv mit einer als Bezug dienenden antigenen Deter- 
minante ist, die (i) von einer HCV-cDN A- Insertion in der lambda-gt11-Genbank codiert wird, welche 
bei der American Type Culture Collection (ATCC) unter der Hinterlegungs-Nr. 40394 hinterlegt ist, 
oder (ii) in Figur 47 gezetgt ist; und 

35 (b) die als Bezug dienende antigene Determinante immunologisch reaktiv mit Seren von HCV- 

infizierten Menschen ist. 

72. HCV-Antigen nach Anspruch 71, wobei die als Bezug dienende antigene Determinante in Fig. 14 
gezeigt ist. 

40 

Revendications 

Revendications pour les Etats contractants suivants : AT, BE, CH, DE, FR, GB, IT, LI, LU, NL, SE 

1. Polypeptide sous forme pratiquement isolSe, comprenant une sequence contigue d'au moins 10 
45 aminoacides codee par le g§nome du virus de I'hepatite C (HCV) et comprenant un determinant 

antig^nique, le HCV etant caracterise* par: 

(I) un genome a ARN forme" d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyprot≠ et 

(III) ladite polyprot&ne comprenant une sequence d'aminoacides ayant une homologie d'au moins 
so 40 % avec la sequence de 859 aminoacides sur la figure 14. 

2. Polypeptide selon la revendication 1, dans lequel ladite polyproteine comprend une sequence d'ami- 
noacides ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la figure 14. 

55 3. Polypeptide selon la revendication 1 ou 2, comprenant au moins 15 aminoacides. 

4. Polypeptide selon Tune quelconque des revendications prece'dentes, produit par expression d'ADN 
recombinant. 
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5. Polypeptide seion Tune quelconque des revendications 1 a 3, prepare par synthase chimique. 

6. Polypeptide selon Tune quelconque des revendications 1 a 5, dans lequel ladite sequence contigue' est 
donr^e sur la figure 14. 

7. Polypeptide selon Tune quelconque des revendications 1 a 5, dans lequel ladite sequence contigue est 
donn£e sur la figure 47. 

8. Polypeptide selon Tune quelconque des revendications 1 a 5, dans lequel ladite sequence contigue est 
codee au sein de la banque d'ADNc de x-gt11, d£pos6e a V American Type Culture Collection - 
(ATCC) sous le n° 40394. 

9. Polypeptide selon Tune quelconque des revendications 1 a 8, dans lequel ladite sequence contigue 
provient d'une proteMne virale non structurale. 

10. Polypeptide selon Tune quelconque des revendications 1 a 5, 7 ou 8, dans lequel ladite sequence 
contigue provient d'une proline virale structurale. 

11. Polypeptide selon I'une quelconque des revendications 1 a 8, dont la sequence est telle que 
representee sur Tune quelconque des figures 1, 3 a 32, 36, 46 et 47, ou dont la sequence est codee 
dans un polynucleotide apte a I'hybridation selective avec le polynucleotide tel que repr£sente sur I'une 
quelconque des figures 1, 3 a 32, 36, 46 ou 47. 

12. Polypeptide selon I'une quelconque des revendications 1 a 11, caractense* en ce que le polypeptide est 
fixe sur une phase solide. 

13. N6cessaire d'essai immunologique comprenant un polypeptide selon I'une quelconque des revendica- 
tions 1 a 12, dans un contenant approprie. 

14. Composition comprenant un polypeptide sous forme pratiquement isolee, selon Tune quelconque des 
revendications 1 a 1 1 , melange* avec un excipient pharmaceutiquement acceptable. 

15. Composition de vaccin selon la revendication 14. 

16. Essai immunologique pour la detection d'un anticorps dirige contre le virus de I'hepatite C (HCV) 
(anticorps anti-HCV), lequel essai immunologique comprend: 

(a) la fourniture d'un polypeptide comprenant un determinant antigenique apte a etre fixe par ledit 
anticorps anti-HCV, ledit determinant antigenique comprenant une sequence contigue d'aminoacides 
codee par le genome du HCV, le HCV etant caracterise par: 

(I) un genome a ARN forme d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14; 

(b) ('incubation d'un echantillon biologique avec ledit polypeptide, dans des conditions permettant la 
formation d'un complexe antigene-anticorps; et 

(c) la determination de la formation d'un complexe antigene-anticorps comprenant ledit polypeptide. 

17. Essai immunologique selon la revendication 16, dans lequel le polypeptide est produit par expression 
d'ADN recombinant. 

18. Essai immunologique selon la revendication 16, dans lequel le polypeptide est prepare par synthese 
chimique. 

19. Essai immunologique selon Tune quelconque des, revendications 16 a 18, dans lequel ledit polypeptide 
est fixe sur un support solide. 

20. Essai immunologique selon I'une quelconque des revendications 16 a 19, dans lequel lesdits com- 
plexes antigene-anticorps sont detectes par incubation des complexes avec un anticorps anti-immuno- 
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globuline humaine marque\ 

21. Essai immunologique de ta revendication 20, dans lequel tedit anticorps anti-immunoglobuline humaine 
est marque" par une enzyme. 

5 

22. Essai immunologique selon Tune quelconque des revendications 16 a 21 , dans lequel ladite polyproteM- 
ne comprend une sequence d'aminoacides ay ant une homologie d'au moins 60 % avec la sequence 
de 859 aminoacides sur la figure 14. 

70 2a Essai immunologique selon Tune quelconque des revendications 16 a 22, dans lequel la sequence 
contigue comprend au moins 10 aminoacides. 

24. Essai immunologique selon Tune quelconque des revendications 16 a 23, dans lequel la sequence 
contigue comprend au moins 1 5 aminoacides. 

75 

25. Essai immunologique selon Tune quelconque des revendications J 6 a 24, dans lequel la sequence 
contigue* est donn£e sur la figure 14. 

26. Essai immunologique selon Tune quelconque des revendications 16 a 24, dans lequel la sequence 
20 contigue est donnee sur la figure 47. 

27. Essai immunologique selon Tune quelconque des revendications 16 a 24, dans lequel la sequence 
contigue est telle que representee sur Tune quelconque des figures 1 , 3 a 32, 36, 46 ou 47, ou dont la 
sequence est codee dans un polynucleotide apte a I'hybridation selective avec le polynucleotide tel 

25 que represents sur Tune quelconque des figures 1 , 3 a 32, 36, 46 ou 47. 

28. Essai immunologique selon Tune quelconque des revendications 16 a 27, dans lequel ladite sequence 
contigue est codee au sein de la banque d'ADNc de X-gtH deposee a V American Type Culture 
Collection (ATCC) sous le n° 40394. 

30 

29. Essai immunologique selon Tune quelconque des revendications 16 a 28, dans lequel ladite sequence 
contigue provient d'une proline virale non structurale. 

30. Essai immunologique selon Tune quelconque des revendications 16 a 24 ou 26 a 28, dans lequel ladite 
35 sequence contigue provient d'une proteine virale structurale. 

31. Polypeptide immobilise pour utilisation dans I'essai immunologique de Tune quelconque des revendica- 
tions 16 a 30, caracterise en ce que le polypeptide comprend un determinant antig^nique apte a etre 
fixe* par un anticorps anti-HCV tel que dgfini dans la revendication 16. 

40 

32. Polynucleotide sous forme pratiquement isolee, comprenant une sequence contigue de nucleotides qui 
est apte a I'hybridation selective avec le genome du virus de ('hepatite C (HCV) ou son complement, le 
HCV §tant caracterise" par 

(I) un genome a ARN forme" d'une chaTne positive; 
45 (II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14. 

33. Polynucleotide selon la revendication 32, dans lequel ladite polyproteine comprend une sequence 
so d'aminoacides ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la 

figure 14. 

34. Polynucleotide selon ta revendication 32 ou 33, dans lequel ladite sequence contigue comporte au 
moins 10 nucleotides. 

55 

35. Polynucleotide selon la revendication 34, dans lequel ladite sequence contigue comporte au moins 15 
nucleotides. 
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36. Polynucleotide selon la revendication 35, dans lequel ladite sequence contigue comporte au moins 20 
nucleotides. 

37. Polynucleotide selon Tune quelconque des revendications 32 a 36, qui est un polynucleotide d'ADN. 

5 

38. Polynucleotide selon I'une quelconque des revendications 32 a 36, qui est un polynucleotide d'ARN. 

39. Polynucleotide selon I'une quelconque des revendications 32 a 38, fixe sur une phase solide. 

io 40. Sonde comprenant un polynucleotide selon Tune quelconque des revendications 32 a 39 et compre- 
nant en outre un marqueur detectable. 

41. Necessaire d'essai comprenant une sonde polynucleotide selon I'une quelconque des revendications 
32 a 40, dans un contenant approprie. 

15 

42. Necessaire pour la reaction de polymerisation en chatne (PCR), comprenant une paire d'amorces 
capables d'amorcer la synthese d'ADNc dans une reaction PCR, chacune desdites amorces etant un 
polynucleotide selon Tune quelconque des revendications 32 a 37. 

20 43. Necessaire pour PCR selon la revendication 42, comprenant en outre une sonde polynucieotidique apte 
a Thybridation selective avec une region du genome du HCV situee entre et ne comprenant pas les 
sequences du HCV desquelles sont derivees les amorces. 

44. Procede d'execution d'une reaction de polymerisation en chaTne, dans lequel les amorces sont une 
25 paire de polynucleotides selon I'une quelconque des revendications 32 a 37. 

45. Procede pour I'essai d'un echantillon pour la determination de la presence ou de ('absence de 
polynucleotides de HCV, comprenant: 

(a) la mise en contact de rechantillon avec une sonde comprenant un polynucleotide selon I'une 
30 quelconque des revendications 32 a 40, dans des conditions permettant Thybridation selective de 

ladite sonde avec un polynucleotide de HCV ou son complement dans rechantillon; et 

(b) la determination de la formation de duplex polynucieotidiques comprenant ladite sonde. 

46. Polynucleotide d'ADN codant pour un polypeptide, lequel polypeptide comprend une sequence 
35 contigue d'au moins 10 aminoacides codee par le genome du virus de I'hepatite C (HCV) et 

comprenant un determinant antigenique, le HCV etant caracterise par 

(I) un genome a ARN forme d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 40 % avec la sequence de 859 aminoacides sur la figure 14. 

47. Nucleotide d'ADN selon la revendication 46, dans lequel ladite polyproteine comprend une sequence 
d'aminoacides ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la 
figure 14. 

45 

48. Polynucleotide d'ADN selon la revendication 46 ou 47, dans lequel ladite sequence contigue code pour 
au moins 15 aminoacides. 

49. Polynucleotide d'ADN selon I'une quelconque des revendications 46 a 48, dans lequel ladite sequence 
so contigue est donnee sur la figure 14. 

50. Polynucleotide d'ADN selon I'une quelconque des revendications 46 a 48, dans lequel ladite sequence 
contigue est donnee sur la figure 47. 

55 51. Polynucleotide d'ADN selon I'une quelconque des revendications 46 a 48, dans lequel ladite sequence 
contigue est codee au sein de la banque d'ADNc de x-gtn deposee a V American type Culture 
Collection (ATCC) sous le n° 40394. 
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52. Polynucleotide d'ADN selon Tune quelconque des revendications 46 a 48, dont la sequence est telle 
que representee sur Tune quelconque des figures 1 , 3 a 32, 36, 46 ou 47, ou dont la sequence est apte 
a ('hybridation selective avec le polynucleotide tel que represent^ sur Tune quelconque des figures 1, 3 
a 32, 36, 46 ou 47. 

5 

53. Polynucleotide d'ADN selon Tune quelconque des revendications 46 a 52, dans lequel ladite sequence 
contigue* provient d'une proline virate non structurate. 

54. Polynucleotide d'ADN selon Tune quelconque des revendications 46 a 48 ou 50 a 52, dans lequel 
ro ladite sequence contigue provient d'une proline virale structurate. 

55. Vecteur recombinant comprenant une sequence codante qui comprend un polynucleotide d'ADN selon 
Tune quelconque des revendications 46 a 54. 

75 56. Cellule note transformed par un vecteur recombinant selon la revendication 55, dans lequel la 
sequence codante est fonctionnellement nee a une sequence regulatrice capable de produire I'expres- 
sion de la sequence codante par* la cellule note. 

57. Precede de production d'un polypeptide recombinant de HCV, comprenant I'incubation d'une cellule 
20 note selon la revendication 56, dans des conditions produisant I'expression de la sequence codante. 

58. Composition d'anticorps anti-HCV comprenant des anticorps qui se lient audit determinant antigenique 
d'un polypeptide selon Tune quelconque des revendications 1 a 12, qui est (a) une composition purifiee 
d'anticorps polyclonaux, ou (b) une composition d'anticorps monocfonaux. 

25 

59. Composition selon la revendication 58, dans laquelle les anticorps anti-HCV sont fixes sur une phase 
solide. 

60. Necessaire d'essai immunologique comprenant une composition d'anticorps anti-HCV selon la revendi- 
30 cation 58 ou 59, dans un contenant approprie. 

61. Procede d'essai immunologique pour la detection d'un antigene de HCV dans un echantillon, compre- 
nant: 

(a) la fourniture d'une composition d'anticorps anti-HCV selon la revendication 58 ou 59; 
35 (b) I'incubation d'un echantillon avec ladite composition d'anticorps anti-HCV, dans des conditions 

permettant la formation d'un complexe antigene-anticorps; et 

(c) la determination de la formation d'un complexe antigene-anticorps comprenant ('anticorps anti- 
HCV. 

40 62. Polypeptide comprenant une sequence contigue d'au moins 10 aminoacides codee par le genome du 
virus de I'hepatite C (HCV) et comprenant un determinant antigenique, dans lequel ladite sequence 
contigue est soudee a une sequence d'aminoacides non-HCV t le HCV etant caracterise par 

(I) un genome a ARN forme d'une chaTne positive; 

(II) (edit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

45 (III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 

40 % avec la sequence de 859 aminoacides sur la figure 14. 

63. Polypeptide selon la revendication 62, dans lequel ladite polyproteine comprend une sequence 
d'aminoacides ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la 

so figure 14. 

64. Polypeptide selon la revendication 62 ou 63, dans lequel ladite sequence d'aminoacides non-HCV 
comprend une sequence signal. 

55 65. Polypeptide selon la revendication 62 ou 63, dans lequel ladite sequence d'aminoacides non-HCV 
comprend une sequence d'aminoacides provenant de la 0-galactosidase ou de la superoxyde dismuta- 

se. 
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66. Polypeptide selon la rovendication 62 ou 63, dans lequel la sequence d'aminoacides non-HCV 
comprend une proline formant des particules. 

67. Polypeptide selon la revendication 66. dans lequel la proline formant des particules comprend 
5 I'antigene de surface de rhepatrte B. 

68. Polypeptide selon Tune quelconque des revendications 1 a 12 ou 62 a 67, pour utilisation dans un 
procede de production d'anticorps anti-HCV, qui comprend 1'administration du polypeptide a un 
mammifere, en une quantity suffisante pour produire une reponse immunitaire. 

w 

69. Composition comprenant un polypeptide salon Tune quelconque des revendications 62 a 67, melange* 
avec un excipient pharmaceutiquement acceptable. 

70. Vaccin selon la revendication 69. 

15 

71. Procede de culture du virus de I" hepatite C (HCV) comprenant la fourniture de cellules infect£es par le 
ftCV et la propagation desdites cellules in vitro, led it HCV etant caractSrise* par 

(I) un genome a ARN forme d'une chatne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

20 (HI) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 

40 % avec la sequence de 859 aminoacides sur la figure 14. 

72. Procede selon la revendication 71 , dans lequel ladite polyproteine comprend une sequence d'aminoaci- 
des ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la figure 14. 

25 

73. Procede selon la revendication 71 ou 72, dans lequel lesdites cellules comprennent des cellules 
primaires. 

74. Procede selon la revendication 71 ou 72, dans lequel lesdites cellules comprennent une ligne*e 
30 cellulaire. 

75. Procede selon Tune quelconque des revendications 71 a 74, dans lequel lesdites cellules sont des 
hepatocytes ou des macrophages. 

35 76. Antigene pour I'essai immunologique du virus de I'hepatite C (HCV) et fixe* sur une phase solide, le 
HCV etant caracteYtse par 

(I) un genome a ARN forme* d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 40 % avec la sequence de 859 aminoacides sur la figure 1 4, 

ledit antigene comprenant un determinant antigenique immunologiquement reactif avec un anticorps 
anti-HCV, 

(a) ledit anticorps anti-HCV etant immunologiquement reactif avec un determinant antigenique de 
reference (I) code par un segment d'insertion d'ADNc de HCV dans la banque de x-gt1 1 d£pos£e a 

45 V American Type Culture Collection (ATCC) sous le n° 40394, ou (II) repr£sente sur la figure 47; et 

(b) ledit determinant antigenique de reference etant immunologiquement reactif avec des serums 
provenant de sujets humains infectes par le HCV. 

77. Antigone de HCV selon la revendication 76, dans lequel ledit determinant antigenique de reference est 
so represente sur la figure 14. 

Revendications pour I'Etat contractant sulvant : ES 

1. Essai immunologique pour la detection d'un anticorps dirige contre le virus de I'hepatite C (HCV) 
55 (anticorps anti-HCV), lequel essai immunologique comprend: 

(a) la fourniture d'un polypeptide comprenant un determinant antigenique apte a etre fixe par ledit 
anticorps anti-HCV, ledit determinant antigenique comprenant une sequence contigue d'aminoacides 
codee par le genome du HCV, le HCV etant caract§rise par: 
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(I) un genome a ARN forme" d'une chaTne positive; 

(II) (edit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyprotSine; et 
(til) tadite poly proline comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14; 

5 (b) I'incubation d'un 6chantillon biologique avec (edit polypeptide, dans des conditions permettant la 

formation d'un complexe antigene-anticorps; et 

(c) la determination de la formation d'un complexe antigene-anticorps comprenant ledit polypeptide. 

2. Essai immunologique selon la revendication 1, dans lequel le polypeptide est produit par expression 
ro d'ADN recombinant. 

3. Essai immunologique selon la revendication 1, dans lequel te polypeptide est prepare" par synthase 
chimique. 

75 4. Essai immunologique selon Tune quelconque des revendications 1 a 3, dans lequel ledit polypeptide 
est fixe" sur un support solide. ^ 

5. Essai immunologique selon Tune quelconque des revendications 1 a 4, dans lequel lesdits complexes 
antigene-anticorps sont detected par incubation des complexes avec un anticorps anti-immunoglobuline 

20 humaine marque\ 

6. Essai immunologique de la revendication 5, dans lequel ledit anticorps anti-immunoglobuline humaine 
est marque par une enzyme. 

25 7. Essai immunologique selon Tune quelconque des revendications 1 a 6, dans lequel ladite polyprot£ine 
comprend une sequence d'aminoacides ayant une homologie d'au moins 60 % avec la sequence de 
859 aminoacides sur la figure 1 4. 

8. Essai immunologique selon I'une quelconque des revendications 1 a 7, dans lequel la sequence 
30 contigue comprend au moins 10 aminoacides. 

9. Essai immunologique selon Tune quelconque des revendications 1 a 8, dans lequel la sequence 
contigue comprend au moins 1 5 aminoacides. 

35 10. Essai immunologique selon Tune quelconque des revendications 1 a 9, dans lequel la sequence 
contigue est donnee sur la figure 14. 

11. Essai immunologique selon Tune quelconque des revendications 1 a 9, dans lequel la sequence 
contigue est donn§e sur la figure 47. 

40 

12. Essai immunologique selon Tune quelconque des revendications 1 a 9, dans lequel la sequence 
contigue est telle que representee sur Tune quelconque des figures 1 , 3 a 32, 36, 46 ou 47, ou dont la 
sequence est codee dans un polynucleotide apte a ('hybridation selective avec le polynucleotide tel 
que represents* sur I'une quelconque des figures 1 , 3 a 32, 36, 46 ou 47. 

45 

13. Essai immunologique selon I'une quelconque des revendications 1 a 12, dans lequel ladite sequence 
contigue est codee au sein de la banque d'ADNc de x-gtn d6pos6e a V American Type Culture 
Collection (ATCC) sous le n° 40394. 

so 14. Essai immunologique selon I'une quelconque des revendications 1 a 13. dans lequel ladite sequence 
contigue provient d'une proteine virale non structurale. 

15. Essai immunologique selon I'une quelconque des revendications 1 a 9 ou 11 a 13, dans lequel ladite 
sequence contigue' provient d'une proline virale structurale. 



55 



16. Proc£de* d'ex£cution d'une reaction de polymerisation en chaTne. dans lequel les amorces sont une 
paire de polynucleotides, lesquels polynucleotides sont chacun une sequence contigue de nucleotides 
qui est apte a I'hybridation selective avec le genome du virus de 1'hepatite C (HCV) ou son 
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complement, le HCV etant caract£ris€ par 

(I) un genome a ARN forme d'une chaThe positive; 

(tl) ledrt genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 
(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
5 40 % avec la sequence de 859 aminoacides sur la figure 14. 

17. Precede* selon la revendication 16, dans lequel ladite polyproteine comprend une sequence d'aminoaci- 
des ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur ta figure 14. 

10 18. Procede selon la revendication 16 ou 17, dans lequel ladite sequence polynucleotidique contigue' 
comporte au moins 1 0 nucleotides. 

19. Procede selon la revendication 18, dans lequel ladite sequence polynucleotidique contigue* comporte au 
moins 15 nucleotides. 

75 

20. Procede selon la revendication 19, dans lequel ladite sequence polynucleotidique contigue comporte au 
moins 20 nucleotides. 

21. Procede selon Tune quetconque des revendications 16 a 20, dans lequel le polynucleotide est un 
20 polynucleotide d'ADN. 

22. Procede selon I'une quelconque des revendications 16 a 21, qui comprend en outre Tutilisation d'une 
sonde polynucleotidique apte a I'hybridation selective avec une region du genome du HCV situee entre 
et ne comprenant pas les sequences du HCV desquelles sont derivees les amorces. 

25 

23. Procede pour I'essai d'un echantillon pour la determination de la presence ou de ''absence de 
polynucleotides de HCV, comprenant: 

(a) la mise en contact de rechantillon avec une sonde comprenant un polynucleotide tel que detini 
dans I'une quelconque des revendications 16 a 21, dans des conditions permettant I'hybridation 

30 selective de ladite sonde avec un polynucleotide de HCV ou son complement dans rechantillon; et 

(b) la determination de la formation de duplex polynucieotidiques comprenant ladite sonde. 

24. Procede selon la revendication 23, dans lequel la sonde est un polynucleotide d'ARN. 

35 25. Procede selon la revendication 23 ou 24, dans lequel la sonde est fix§e sur une phase solide. 

26. Procede selon Tune quelconque des revendications 23 a 25, dans lequel la sonde comprend en outre 
un marqueur detectable. 

40 27. Procede de production d'un polypeptide recombinant de HCV, comprenant I'incubation d'une cellule 
note transformee par un vecteur recombinant comprenant une sequence codante d'un polynucleotide 
d'ADN codant pour un polypeptide, lequel polypeptide comprend une sequence contigue d'au moins 
10 aminoacides codee par le genome du virus de I'hepatite C (HCV) et comprenant un determinant 
antigenique, le HCV etant caracterise par 

45 (I) un genome a ARN forme d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14, 

la sequence codante etant fonctionnellement li£e a une sequence regulatrice capable de produire 
so "'expression de la sequence codante par la cellule note, dans des conditions permettant ('expression de 
la sequence codante. 

28. Procede selon la revendication 27, dans lequel ladite polyproteine comprend une sequence d 'aminoaci- 
des ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la figure 14. 

55 

29. Procede selon la revendication 27 ou 28, dans lequel ladite sequence contigue code pour au moins 15 
aminoacides. 
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30. Proc6d6 selon I'une quelconque des revendications 27 a 29, dans lequel ladite sequence contiguS est 
donn£e sur la figure 14. 

31. Proc6d6 selon Tune quelconque des revendications 27 a 29, dans lequel ladite sequence contigue est 
donn£e sur la figure 47. 

32. Proc6d6 selon Tune quelconque des revendications 27 a 29, dans lequel ladite sequence contigu§ est 
codee au sein de la banque d'ADNc de \-gt11 d£pos£e a V American type Culture Collection (ATCC) 
sous le n° 40394. 

33. Procede selon Tune quelconque des revendications 27 a 29, dans lequel la sequence polynucieotidique 
d'ADN est telle que representee sur Tune quelconque des figures 1 , 3 a 32, 36, 46 ou 47, ou dont la 
sequence est apte a I'hybridation selective avec le polynucleotide tel que repr£sent£ sur Tune 
quelconque des figures 1 , 3 a 32, 36, 46 ou 47. 

34. Proc£d£ selon Tune quelconque des revendications 27 a 33, dans lequel ladite sequence contigue 
provient d'une proteine virale non structurale. 

35. Procede selon Tune quelconque des revendications 27 a 29 ou 31 a 33, dans lequel ladite sequence 
contigue provient d'une proline virale structurale. 

36. Procede comprenant le melange d'un polypeptide sous forme pratiquement isoiee,' produit par le 
procede de Tune quelconque des revendications 26 a 35, ou d'un polypeptide de meme sequence 
prepare par synthase chimique, avec un excipient pharmaceutiquement acceptable. 

37. Precede selon la revendication 36, pour la preparation d'un vaccin. 

38. Procede selon la revendication 27 ou 28, dans lequel ladite sequence contigue est soudee a une 
sequence d'aminoacides non-HCV. 

39. Procede selon la revendication 38, dans lequel ladite sequence d'aminoacides non-HCV comprend une 
sequence signal. 

40. Procede selon la revendication 38, dans lequel ladite sequence d'aminoacides non-HCV comprend une 
sequence d'aminoacides provenant de la £-galactosidase ou de la superoxyde dismutase. 

41. Procede selon la revendication 38, dans lequel la sequence d'aminoacides non-HCV comprend une 
proteine formant des particules. 

42. Procede selon la revendication 41 , dans lequel la proteine formant des particules comprend I'antigene 
de surface de I' hepatite B. 

43. Procede comprenant le melange d'un polypeptide produit par le procede selon I'une quelconque des 
revendications 38 a 42, avec un excipient pharmaceutiquement acceptable. 

44. Procede selon la revendication 43 pour la preparation d'un vaccin. 

45. Procede d'essai immunologique pour la detection d'un antigSne de HCV dans un echantillon, compre- 
nant: 

(a) la fourniture d'une composition d'anticorps anti-HCV comprenant des anticorps qui fixent ledit 
determinant antigenique d'un polypeptide tel que defini dans I'une quelconque des revendications 1 
a 4 ou 7 a 15, qui est 

(a) une composition purifiee d'anticorps polyclonaux, ou 

(b) une composition d'anticorps monoclonaux; 

(b) Tincubation d'un echantillon avec ladite composition d'anticorps anti-HCV, dans des conditions 
permettant la formation d'un complexe antigene-anticorps; et 

(c) la determination de la formation d'un complexe antigene-anticorps comprenant I'anticorps anti- 
HCV. 
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46. Proc6d6 selon la revendication 45, dans lequel les anticorps anti-HCV sont fixes sur une phase solide. 

47. Proc6d6 de culture du virus de I'h6patite C (HCV) comprenant la fournrture de cellules infect^es par le 
HCV et la propagation desdites cellules in vitro, (edit HCV etant caracterise par 

5 (I) un genome a ARN forme d'une chatne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une poly proline; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14. 

ro 48. Proc6d£ selon la revendication 47, dans lequel ladite poly proline comprend une sequence d'aminoaci- 
des ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la figure 14. 

49. Proc€d£ selon la revendication 47 ou 48, dans lequel lesdites cellules comprennent des cellules 
primaires. 

75 

50. Proc£d£ selon la revendication 47 ou 48, dans lequet lesdites cellules comprennent une lignee 
eel I u (aire. 

51. Proc£d6 selon Tune quelconque des revendications 47 a 50, dans lequel lesdites cellules sont des 
20 hepatocytes ou des macrophages. 

52. Proc£d6 de production d'un antigene pour I'essai immunologique du virus de I'hepatite C (HCV), le 
HCV etant caracterise par 

(I) un genome a ARN forme d'une chatne positive; 
25 (II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 

40 % avec la sequence de 859 aminoacides sur la figure 1 4, 
ledit antigene comprenant un determinant antigenique immunologiquement reactif avec un anticorps 
anti-HCV, 

30 (a) ledit anticorps anti-HCV etant immunologiquement r§actif avec un determinant antigenique de 

reference (I) code par un segment d'insertion d'ADNc de HCV dans la banque de X-gti 1 deposee a 
r American Type Culture Collection (ATCC) sous le n° 40394, ou (II) repr^sente* sur la figure 47; et 
(b) ledit determinant antigenique de reference etant immunologiquement reactif avec des serums 
provenant de sujets humains infectes par le HCV; 

35 qui comprend ta fixation a une phase solide dudit antigene pour I'essai immunologique. 

53. Procede selon la revendication 52, dans lequel ledit determinant antigenique de reference est 
represente sur la figure 14. 

40 Revendications pour I'Etat contractant suivant : GR 

1. Essai immunologique pour la detection d'un anticorps dirige contre le virus de ('hepatite C (HCV) 
(anticorps anti-HCV). lequel essai immunologique comprend: 

(a) la fourniture d'un polypeptide comprenant un determinant antigenique apte a etre fixe par ledit 
45 anticorps antiHCV, ledit determinant antigenique comprenant une sequence contigue d'aminoacides 

codee par le genome du HCV, le HCV etant caracterise par: 

(I) un genome a ARN forme d'une chatne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
so 40 % avec la sequence de 859 aminoacides sur la figure 14; 

(b) I'tncubation d'un echantillon biologique avec ledit polypeptide, dans des conditions permettant la 
formation d'un complexe antig6ne-anticorps; et 

(c) la determination de la formation d'un complexe antigene-anticorps comprenant ledit polypeptide. 

55 2. Essai immunologique selon la revendication 1 ( dans lequel le polypeptide est produit par expression 
d'ADN recombinant. 
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3. Essai immunologique selon la revendication 1, dans lequel ie polypeptide est prepare* par synthese 
chimique. 

4. Essai immunologique selon Tune quelconque des revendications 1 a 3. dans lequel ledit polypeptide 
5 est fix6 sur un support solide. 

5. Essai immunologique selon Tune quelconque des revendications 1 a 4. dans lequel lesdits complexes 
antigene-anticorps sont d£tectes par incubation des complexes avec un anticorps anti-immunoglobuline 
humaine marque\ 

w 

6. Essai immunologique de la revendication 5, dans lequel ledit anticorps anti-immunoglobuline humaine 
est marque* par une enzyme. 

7. Essai immunologique selon Tune quelconque des revendications 1 a 6. dans lequel ladite polyprotSine 
75 comprend une sequence d'aminoacides ayant une homologie d'au moins 60 % avec la sequence de 

859 aminoacides sur la figure 14. 

8. Essai immunologique selon Tune quelconque des revendications 1 a 7, dans lequel la sequence 
contigue comprend au moins 10 aminoacides. 

20 

9. Essai immunologique selon Tune quelconque des revendications 1 a 8, dans lequel la sequence 
contigue comprend au moins 1 5 aminoacides. 

10. Essai immunologique selon Tune quelconque des revendications 1 a 9, dans lequel la sequence 
25 contigue est donnee sur la figure 14. 

11. Essai immunologique selon Tune quelconque des revendications 1 a 9, dans lequel la sequence 
contigue est donnee sur la figure 47. 

30 12. Essai immunologique selon Tune quelconque des revendications 1 a 9, dans lequel la sequence 
contigue est telle que representee sur Tune quelconque des figures 1 , 3 a 32, 36, 46 ou 47, ou dont la 
sequence est cod£e dans un polynucleotide apte a I'hybridation selective avec le polynucleotide tel 
que represents sur Tune quelconque des figures 1 , 3 a 32, 36, 46 ou 47. 

35 13. Essai immunologique selon Tune quelconque des revendications 1 a 12, dans lequel ladite sequence 
contigue est codee au sein de la banque d'ADNc de \-gtll deposee a V American Type Culture 
Collection (ATCC) sous le n° 40394. 

14. Essai immunologique selon Tune quelconque des revendications 1 a 13, dans lequel ladite sequence 
40 contigue provient d'une proteine virale non structurale. 

15. Essai immunologique seton Tune quelconque des revendications 1 a 9 ou 11 a 13, dans lequel ladite 
sequence contigue provient d'une proteine virale structurale. 

45 16. Proc£de" d'execution d'une reaction de polymerisation en chaTne, dans lequel les amorces sont une 
paire de polynucleotides, lesquels polynucleotides sont chacun une sequence contigue de nucleotides 
qui est apte a I'hybridation selective avec le genome du virus de Thepatite C (HCV) ou son 
complement, le HCV 6tant caracte>is£ par 

(I) un genome a ARN forme" d'une chaTne positive; 
so (II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyprot≠ et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14. 

17. Precede" selon la revendication 16, dans lequel ladite polyproteine comprend une sequence d'aminoaci- 
55 des ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la figure 14. 

18. Proc£de* selon la revendication 16 ou 17, dans lequel ladite sequence polynucleotidique contigue 
comporte au moins 10 nucleotides. 
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19. Procede selon la revendication 18. dans lequel ladite sequence polynucieotidique contigue comporte au 
moins 1 5 nucleotides. 

20. Procede selon la revendication 19, dans lequel ladite sequence polynucieotidique contigue comporte au 
moins 20 nucleotides. 

21. Procede selon Tune quelconque des revendications 16 a 20, dans lequel le polynucleotide est un 
polynucleotide d'ADN. 

22. Precede* selon Pune quelconque des revendications 16 a 21, qui comprend en outre ('utilisation d'une 
sonde polynucieotidique apte a 1'hybridation selective avec une region du genome du HCV situee entre 
et ne comprenant pas les sequences du HCV desquelles sont derivees les amorces. 

23. Procede pour I'essai d'un echantillon pour la determination de la presence ou de I'absence de 
polynucleotides de HCV, comprenant: 

(a) la mise en contact de I'echantillon avec une sonde comprenant un polynucleotide tel que d^fini 
dans Tune quelconque des revendications 16 a 21, dans des conditions permettant ('hybridation 
selective de*(33ite sonde avec un polynucleotide de HCV ou son complement dans I'echantillon; et 

(b) la determination de la formation de duplex polynucieotidiques comprenant ladite sonde. 

24. Procede selon la revendication 23, dans lequel ta sonde est un polynucleotide d'ARN. 

25. Procede selon la revendication 23 ou 24, dans lequel la sonde est fix§e sur une phase solide. 

26. Procede selon Tune quelconque des revendications 23 a 25, dans lequel la sonde comprend en outre 
un marqueur detectable. 

27. Procede de production d'un polypeptide recombinant de HCV, comprenant I'incubation d'une cellule 
note transformee par un vecteur recombinant comprenant une sequence codante d'un polynucleotide 
d'ADN codant pour un polypeptide, lequel polypeptide comprend une sequence contigue d'au moins 
10 aminoacides codee par le genome du virus de I'hepatite C (HCV) et comprenant un determinant 
antigenique, le HCV etant caracterise par 

(I) un genome a ARN forme d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14, 

la sequence codante etant fonctionnellement liee a une sequence regulatrice capable de produire 
['expression de la sequence codante par la cellule note, dans des conditions permettant 1'expression de 
la sequence codante. 

28. Procede selon la revendication 27, dans lequel ladite polyproteine comprend une sequence d'aminoaci- 
des ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la figure 14. 

29. Procede selon la revendication 27 ou 28, dans lequel ladite sequence contigue code pour au moins 15 
aminoacides. 

30. Procede selon Tune quelconque des revendications 27 a 29, dans lequel ladite sequence contigUe est 
donnee sur la figure 14. 

31. Procede selon I'une quelconque des revendications 27 a 29, dans lequel ladite sequence contigue est 
donnee sur la figure 47. 

32. Procede selon I'une quelconque des revendications 27 a 29, dans lequel ladite sequence contigue est 
codee au sein de la banque d'ADNc de x-gt1 1 deposee a V American type Culture Collection (ATCC) 
sous le n° 40394. 

33. Procede selon I'une quelconque des revendications 27 a 29, dans lequel la sequence polynucieotidique 
d'ADN est telle que representee sur I'une quelconque des figures 1 , 3 a 32, 36, 46 ou 47, ou dont la 



110 



EP 0 318 216 B1 

sequence est apte a Thybridation selective avec le polynucleotide tel que repnSsente sur Tune 
quelconque des figures 1, 3 & 32, 36, 46 ou 47. 

34. Procede selon Tune quelconque des revendications 27 a 33, dans lequel ladite sequence contigue 
5 provient d'une proline virate non structurale. 

35. Precede selon I'une quelconque des revendications 27 & 29 ou 31 & 33, dans lequel ladite sequence 
contigue provient d'une proline virale structurale. 

10 36. Precede comprenant le melange d'un polypeptide sous forme pratiquement isol^e, produit par le 
procede de Tune quelconque des revendications 26 h 35, ou d'un polypeptide de m§me sequence 
prepare* par synthese chimique, avec un excipient pharmaceutiquement acceptable. 

37. Procede selon la revendication 36, pour la preparation d'un vaccin. 

15 

38. Procede selon la revendication 27 ou 28, dans lequel ladite sequence contigue est soud^e a une 
sequence d'aminoacides non-HCV. 

39. Procede selon la revendication 38, dans lequel ladite sequence d'aminoacides non-HCV comprend une 
20 sequence signal. 

40. Proc§de selon la revendication 38, dans lequel ladite sequence d'aminoacides non-HCV comprend une 
sequence d'aminoacides provenant de la 0-galactosidase ou de la superoxyde dismutase. 

25 41. Proce"de selon la revendication 38, dans lequel la sequence d'aminoacides non-HCV comprend une 
proteine formant des particules. 

42. Procede selon la revendication 41, dans lequel la proteine formant des particules comprend I'antigene 
de surface de ('hepatite B. 

30 

43. Procede comprenant le melange d'un polypeptide produit par le procede selon Tune quelconque des 
revendications 38 a. 42, avec un excipient pharmaceutiquement acceptable. 

44. Procede' selon la revendication 43 pour la preparation d'un vaccin. 

35 

45. Procede d'essai immunologique pour ia detection d'un antigene de HCV dans un echantillon, compre- 
nant: 

(a) la fourniture d'une composition d'anticorps anti-HCV comprenant des anticorps qui fixent ledit 
determinant antigenique d'un polypeptide tel que defini dans Tune quelconque des revendications 1 

40 a 4 ou 7 a 1 5, qui est 

(a) une composition purifiee d'anticorps polyclonaux, ou 

(b) une composition d'anticorps monoclonaux; 

(b) I'incubation d'un echantillon avec ladite composition d'anticorps anti-HCV, dans des conditions 
permettant la formation d'un complexe antigene-anticorps; et 

45 (c) la determination de la formation d'un complexe antigene-anticorps comprenant I'anticorps anti- 

HCV. 

46. Procede selon la revendication 45, dans lequel les anticorps anti-HCV sont fixes sur une phase solide. 

so 47. Procede de culture du virus de I'hepatite C (HCV) comprenant la fourniture de cellules infectees par le 
HCV et la propagation desdites cellules in vitro, ledit HCV etant caracterise par 

(I) un genome & ARN forme d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
55 40 % avec la sequence de 859 aminoacides sur la figure 14. 

48. Procede selon la revendication 47, dans lequel ladite polyproteine comprend une sequence d'aminoaci- 
des ayant une homologie d'au moins 60 % avec la sequence de 859 aminoacides sur la figure 14. 
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49. Proc€d£ selon la revendication 47 ou 48, dans lequel lesdites cellules comprennent des cellules 
primaires. 

50. Procede selon la revendication 47 ou 48, dans lequel lesdites cellules comprennent une Iign6e 
cellutaire. 

51. Procede seton I'une quelconque des revendications 47 a 50, dans lequel lesdites cellules sont des 
h^patocytes ou des macrophages. 

52. Procede de production d'un antigene pour I'essai immunologique du virus de I'hepatite C (HCV). le 
HCV etant caracterise par 

(I) un genome a ARN forme d'une chaTne positive; 

(II) led it genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14, 

ledit antigene comprenant un determinant antigen ique immunologiquement r^actif avec un anticorps 
anti-HCV, 

(a) ledit anticorps anti-HCV etant immunologiquement re*actif avec un determinant antigenique de 
reference (I) code par un segment d'insertion d'ADNc de HCV dans la banque de X-gt1 1 d^pos^e a 
V American Type Culture Collection (ATCC) sous le n° 40394, ou (II) represents* sur la figure 47; et 

(b) ledit determinant antigenique de reference etant immunologiquement reactif avec des serums 
provenant de sujets humains infect4s par le HCV; 

qui comprend la fixation a une phase solide dudit antigene pour I'essai immunologique. 

53. Procede selon la revendication 52, dans lequel ledit determinant antigenique de reference est 
repmsente sur la figure 14. 

54. Polypeptide immobilise pour utilisation dans I'essai immonologique de I'une quelconque des revendica- 
tions 1 a 15, caracterise en ce que le polypeptide comprend un determinant antigenique apte a etre 
fixe par un anticorps anti-HCV tel que defini dans la revendication 1 . 

55. Polypeptide sous forme pratiquement isoiee, comprenant une sequence contigue d'au moins 10 
aminoacides codee par le genome du virus de I'hepatite C (HCV) et comprenant un determinant 
antigenique, le HCV etant caracterise par: 

(I) un genome a ARN forme d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14. 

56. Polypeptide selon la revendication 55, qui est tel que defini dans Tune quelconque des revendications 
2 a 4 ou 7 a 15. 

57. Polynucleotide sous forme pratiquement isoiee, comprenant une sequence contigue de nucleotides, qui 
est apte a I'hybridation selective avec le genome du virus de I'hepatite C (HCV) ou son complement, le 
HCV etant caracterise par 

(I) un genome a ARN forme d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14. 

58. Polynucleotide selon la revendication 57, qui est tel que defini dans I'une quelconque des revendica- 
tions 17 a 21 ou 24 a 26. 

59. Necessaire d'essai comprenant une sonde polynucleotide selon la revendication 58 dans un contenant 
approprie. 

60. Necessaire pour la reaction de polymerisation en chaTne (PCR), comprenant une paire d'amorces 
capables d'amorcer la synthese d'ADNc dans une reaction PCR, chacune desdites amorces etant un 
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polynucleotide seion Tune quelconque des revendications 1 6 a 21 . 

61. N^cessaire pour PCR selon la revendication 60, comprenant en outre une sonde polynucieotidique apte 
a rhybridation selective avec une region du genome du HCV situ^e entre et ne comprenant pas les 

5 sequences du HCV desquelles sont d6riv6es les amorces. 

62. Polynucleotide d'ADN codant pour un polypeptide, lequel polypeptide comprend une sequence 
contigue d'au moins 10 aminoacides cod4e par le genome du virus de l'h£patite C (HCV) et 
comprenant un determinant antigenique, le HCV etant caracterise par 

io (I) un genome a ARN forme" d'une chaTne positive; 

(II) (edit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

(III) ladite poly proline comprenant une sequence d'aminoacides ayant une homologie d'au moins 
40 % avec la sequence de 859 aminoacides sur la figure 14. 

75 63. Polynucleotide d'ADN selon la revendication 62, qui est tel que d^fini dans Tune quelconque des 
revendications 28 a 35. 

64. Vecteur recombinant comprenant une sequence codante qui comprend un polynucleotide d'ADN selon 
la revendication 62 ou 63. 

20 

65. Cellule note transformee par un vecteur recombinant selon la revendication 64, dans lequel la 
sequence codante est fonctionnellement liee a une sequence regulatrice capable de produire I'expres- 
sion de la sequence codante par la cellule note. 

25 66. Composition d'anticorps anti-HCV comprenant des anticorps qui se lient audit determinant antigenique 
d'un polypeptide selon la revendication 55 ou 56, qui est (a) une composition purifiee d'anticorps 
polyctonaux, ou (b) une composition d'anticorps monoclonaux. 

67. Composition selon la revendication 66, dans laquelle les anticorps anti-HCV sont fixes sur une phase 
30 solide. 

68. Necessaire d'essai immunologique comprenant une composition d'anticorps anti-HCV selon la revendi- 
cation 66 ou 67, dans un contenant approprie. 

35 69. Polypeptide comprenant une sequence contigue d'au moins 10 aminoacides codee par le genome du 
virus de I 'hepatite C (HCV) et comprenant un determinant antigenique, dans lequel ladite sequence 
contigue est soudee a une sequence d'aminoacides non-HCV, le HCV etant caracterise par 

(I) un genome a ARN forme d'une chaTne positive; 

(II) (edit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

40 (III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 

40 % avec la sequence de 859 aminoacides sur la figure 14. 

70. Polypeptide selon la revendication 69, qui est tel que defini dans I'une quelconque des revendications 
39 a 42. 

45 

71. Antigene pour I'essai immunologique du virus de ('hepatite C (HCV) et fixe sur une phase solide, le 
HCV etant caracterise par 

(I) un genome a ARN forme d'une chaTne positive; 

(II) ledit genome comprenant un cadre de lecture ouvert (CLO) codant pour une polyproteine; et 

50 (III) ladite polyproteine comprenant une sequence d'aminoacides ayant une homologie d'au moins 

40 % avec la sequence de 859 aminoacides sur la figure 14, 
ledit antigene comprenant un determinant antigenique immunologiquement reactif avec un anticorps 
anti-HCV, 

(a) ledit anticorps anti-HCV etant immunologiquement reactif avec un determinant antigenique de 
55 reference (I) code par un segment d'insertion d'ADNc de HCV dans la banque de X-gtl 1 depose a 

V American Type Culture Collection (ATCC) sous le n° 40394, ou (II) represente sur la figure 47; et 

(b) ledit determinant antigenique de reference etant immunologiquement reactif avec des serums 
provenant de sujets humains infectes par le HCV. 



113 



EP 0 318 216 B1 



72. Antigene de HCV selon la revendication 71, dans lequel (edit determinant antig£nique de r§fe>ence est 
represents sur la figure 14. 
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FIG. I Translation of DNA 5-1-1 

AlaSerCysLeuAsnCysSerAlaSerllelleProAspArgGluValLeuTyrArgGlu 

1 GGCCTCCTGCTTGAACTGCTCGGCGAGCATCATACCTGACAGGGAAGTCCTCTACCGAGA 
CCGGAGGACGAACTTGACGAGCCGCTCGTAGTATGGACTGTCCCTTCAGGAGATGGCTCT 

PheAspGluMetGluGluCysSerGlnHisLeuProTyrlleGluGlnGlyMetMetLeu 
61 . GTTCGATGAGATGGAAGAGTGCTCTCAGCACTTACCGTACATCGAGCAAGGGATGATGCT 
CAAGCTACTCTACCTTCTCACGAGAGTCGTGAATGGCATGTAGCTCGTTCCCTACTACGA 

AlaGluGlnPheLysGlnLysAlaLeuGlyLeu 
121 CGCCGAGCAGTTCAAGCAGAAGGCCCTCGGCCTCC 
GCGGCTCGTCAAGTTCGTCTTCCGGGAGCCGGAGG 



FIG. 3 Translation of DNA 5-1-1, 81, 91&1-2 

GlyCysValVallleValGlyArgValValLeuSerGlyLysProAlallelleProAsp 
1 CTGGCTGCGTGGTCATAGTGGGCAGGGTCGTCTTGTCCGGGAAGCCGGCAATCATACCTG 
GACCGACGCACCAG TATCACCCGTCCCAGC AGAACAGG CCCTTCGGCCGTTAGTATGG AC 

T 

ArgGluValLeuTyrArgGluPheAspGluMetGluGluCysSerGlnHisLeuProTyr 

6 1 ACAGGGAAGTCCTCTACCGAGAGTTCGATGAGATGGAAGAGTGCTCTCAGCACTTACCGT 

TGTCCCTTCAGGAGATGGCTCTCAAGCTACTCTACCTTCTCACGAGAGTCGTGAATGGCA 

A 

IleGluGlnGlyMetMetLeuAlaGluGlnPheLysGlnLysAlaLeuGlyLeuLeuGln 
121 ACATCGAGCAAGGGATGATGCTCGCCGAGCAGTTCAAGCAGAAGGCCCTCGGCCTCCTGC 
TGTAGCTCGTTCCCTACTACGAGCGGCTCGTCAAGTTCGTCTTCCGGGAGCCGGAGGACG 

ThrAlaSerArgGlnAlaGluVallleAlaProAlaValGlnThrAsnTrpGlnLysLeu 
181 AGACCGCGTCCCGTCAGGCAGAGGTTATCGCCCCTGCTGTCCAGACCAACTGGCAAAAAC 
TCTGGCGCAGGGCAGTCCGTCTCCAATAGCGGGGACGACAGGTCTGGTTGACCGTTTTTG 

GluThrPheTrpAlaLysHisMetTrpAsnPhelleSerGlylleGlnTyrLeuAlaGly 
241 TCGAGACCTTCTGGGCGAAGCATATGTGGAACTTCATCAGTGGGATACAATACTTGGCGG 
AGCTCTGGAAGACCCGCTTCGTATACACCTTGAAGTAGTCACCCTATGTTATGAACCGCC 

301 GCTTGTCAACGCTGCCTGGTAACCCCGCCATTGCTTCATTGATGGCTTTTACAGCTGCTG 
CGAACAGTTGCGACGGACCATTGGGGCGGTAACGAAGTAACTACCGAAAATGTCGACGAC 

ThrSerProLeuThrThrSerGln 
361 TCACCAGCCCACTAACCACTAGCCAAA 
AGTGGTCGGGTGATTGGTGATCGGTTT 
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FIG. 4 Translation of DNA 81 

SerGlyLysProAlallelleProAspArgGluValLeuTyrArgGluPheAspGluMet 
1 GTCCGGGAAGCCGGCAATCATACCTGACAGGGAAGTCCTCTACCGAGAGTTCGATGAGAT 
CAGGCCCTTCGGCCGTTAGTATGGACTGTCCCTTCAGGAGATGGCTCTCAAGCTACTCTA 

GluGluCysSerGlnHisLeuProTyrlleGluGlnGlyMetMetl^exiAlaGluGlnPhe 
6 1 GGAAGAGTGCTCTCAGCACTTACCGTACATCGAGCAAGGGATGATGCTCGCCGAGCAGTT 
CCTTCTCACGAGAGTCGTGAATGGCATGTAGCTCGTTCCCTACTACGAGCGGCTCGTCAA 

LysGlnLysAlaLeuGlyLeuLeuGlnThrAlaSerArgGliiAlaGluVallleAlaPro 
121 CAAGCAGAAGGCCCTCGGCCTCCTGCAGACCGCGTCCCGTCAGGCAGAGGTTATCGCCCC 
GTTCGTCTTCCGGGAGCCGGAGGACGTCTGGCGCAGGGCAGTCCGTCTCCAATAGCGGGG 

AlaValGlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaLysHisMetTrpAsnPhe 
181 TGCTGTCCAGACCAACTGGCAAAAACTCGAGACCTTCTGGGCGAAGCATATGTGGAACTT 
ACGACAGGTCTGGTTGACCGTTTTTGAGCTCTGGAAGACCCGCTTCGTATACACCTTGAA 

IleSerGlylleGlnTyrLeuAlaGlyLeuSerThrLeuProGlyAsnProAlalleAla 
241 CATCAGTGGGATACAATACTTGGCGGGCTTGTCAACGCTGCCTGGTAACCCCGCCATTGC 
GTAGTCACCCTATGTTATGAACCGCCCGAACAGTTGCGACGGACCATTGGGGCGGTAACG 

Serl^uMetAlaPheThrAlaAlaValThrSerProLeuThrThrSerGln 
301 TTCATTGATGGCTTTTACAGCTGCTGTCACCAGCCCACTAACCACTAGCCAAA 
AAGTAACTACCGAAAATGTCGACGACAGTGGTCGGGTGATTGGTGATCGGTTT 



FIG. 5 Translation of DNA 36 

AspAlaHisPheL»euSerGlnThrLysGlnSerGlyGluAsnLeuProTyrI*euValAla 
1 GATGCCCACTTTCTATCCCAGACAAAGCAGAGTGGGGAGAA 

CTACGGGTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCTTGGAAGGAATGGACCATCGC 

TyrGlnAlaThrValCysAlaArgAlaGlnAlaProProProSerTrpAspGlnHetTrp 
6 1 TACCAAGCCACCGTGTGCGCTAGGGCTCAAGCCCCTCCCCCATCGTGGGACCAGATGTGG 
ATGGTTCGGTGGCACACGCGATCCCGAGTTCGGGGAGGGGGTAGCACCCTGGTCTACACC 

LysCysLeuIleArgl^uLysProThrLeuHisGlyProThrProLeuLeuTyrArgLeu 
121 AAGTGTTTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCCCTGCTATACAGACTG 
TTCACAAACTAAGCGGAGTTCGGGTGGGAGGTACCCGGTTGTGGGGACGATATGTCTGAC 

GlyAlaValGlnAsnGluIleThrLeuThrHisProValThrLysTyrlleMetThrCys 
181 GGCGCTGTTCAGAATGAAATCACCCTGACGCACCCAGTCACCAAATACATCATGACATGC 
CCGCGACAAGTCOTACTTTAGTGGGACTGCGTGGGTCAGTGGTTTATG 

MetSerAlaAspLeuGluValValThrSerThrTrpValLeuValGlyGlyValLeuAla 
241 ATGTCGGCCGACCTGGAGGTCGTCACGAGCACCTGGGTGCTCGTTGGCGGCGTC 

TACAGCCGGCTGGACCTCCAGCAGTGCTCGTGGACCCACGAGCAACCGCCGCAGGACCGA 



AlaLeuAlaAlaTyrCysLeuSerThrGlyCysValVallleValGlyArgValValLeu 
301 GCTTTGGCCGCGTATTGCCTGTGAACAGGCTGCGTGGTCATA 

CGAAACCGGCGCATAACGGAC^GTTGTCCGACGCACCAGTATCACCCGTCCCAGCAGAAC 

Overlap with 81 

SerGlyLysProAlallelleProAspArgGluValLeuTyrArg 
361 TCCGGGAAGCCGGCAATCATACCTG ACAGGGAAGTCCTCTACCGAG 
AGGCCCTTCGGCCGTTAGTATGGACTGTCCCTTCAGGAGATGGCTC 
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FIG. 6 Combined ORF of DMAs 36 & 81 



AspAlaHisPheLeuSerGlnThrLysGlnSerGlyGluAsnLeuProTyrLeuValAla 
1 GATGCCCACTTTCTATCCCAGACAAAGCAGAGTGGGGAGAACC 
CTACGGGTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCT^ 

TyrGlnAlaThrValCysAlaArgAlaGLnAlaProProProSerTrpAspGlnMctTrp 
6 1 TACCAAGCCACCGTGTGCGCTAGGGCTCAAGCCCCTCCCCCATCGTGGGACCAGATGTGG 
ATGGTTCGGTGGCACACGCGATCCCGAGTTCGGGGAGGGGGTAGCACCCTGGTCTACACC 

LysCysLeuIleArgLeuLysProThrLeuHisGlyProThrProLeuLeuTyrArgLeu 
121 AAGTGTTTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCCCTGCTATACAGACTG 
TTC^CAAACTAAGCGGAGTTCGGGTGGGAGGTACCCGGTTGTGGGGACGATATGTCTGAC 

GlyAlaValGlnAsnGluIleThrLeuThrHisProValThrLysTyrlleMetThrCys 

181 GGCGCTGTTCAG AATGAAATCACCCTCACGCACCCAGTCACCAAATACATCATG ACATGC 
CCGCGACAAGTCTTACTTTAGTGGGACTGCGTGGGTCAGTGGTTTATGTAGTACTGTACG 

MetSerAlaAspLeuGluValValThrSerThrTrpValLeuValGlyGlyValLeuAla 
241 ATGTCGGCCGACCTGGAGGTCGTCACGAGCACCTGGGTGCTCGTTGGCGGCGTCCTGGCT 
TACAGCCGGCTGGACCTCCAGCAGTGCTCGTGGACCCACGAGCAACCGCCGCAGGACCGA 

Al aLeuAlaAlaTy rCy sLeuSerThrG ly Cy s Va lVa 1 1 leValG lyArgVa 1 Va ILeu 
301 GCTTTGGCCGCGTATTGCCTGTCAACAGGCTGCGTGGTC 

CGAAACCGGCGCATAACGGACAGTTGTCCGACGCACCAGTATCACCCGTCCCAGCAGAAC 

SerGlyLysProAlallelleProAspArgGluValLeuTyrArgGluPheAspGluMet 
361 TCCGGG AAGCCGGCAATCATACCTGACAGGG AAGTCCTCTACCG AG AGTTCG ATGAG ATG 
AGGCCC TTCGGCCGTTAGTATGGACTGTCCCTTCAGGAG ATGGCTC TCAAGCTACTCTAC 

GluGluCysSerGlnHisLeuProTyrlleGluGlnGlyMetMetLeuAlaGluGlnPhe 
421 GAAGAGTGCTCTCAGCACTTACCOTACATCGAGC^AGGGATGATGCTCGCCGAGCAGTTC 
CTTCTCACGAGAGTCGTGAATGGCATGTAGCTCGTTCCCTACTACGAGCGGCTCGTCAAG 

LysGlnLysAlal^uGlyLeuLeuGlnThrAlaSerArgGlnAlaGluVallleAlaPro 
481 AAGCAGAAGGCCCTCGGCCTCCTGCAGACCGCGTCCCGTCAGGCAGAGGTTATCGCCCCT 
TTCGTCTTCCGGGAGCCGGAGGACGTCTGGCGCAGGGCAGTCCGTC 

AlaValGlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaLysHisMetTrpAsnPhe 
54 1 GCTGTCCAGACCAACTGGCAAAAACTCGAGACCTTCTGGGCGA^ 

CGACAGGTCTGGTTGACCGTTTTTGAGCTCTGGAAGACCCGCTTCGTATACACCTTGAAG 

IleSerGlylleGlnTyrLeuAlaGlyLeuSerThrl^uPrcXSlyAsnProAlalleAla 
601 ATCAGTGGGATACAATACTTGGCGGGCTTG TCAACGCTGCCTGGTAACCCCGCCATTGCT 
TAGTCACCCTATGrTATGAACCGTC^^ 

SerLeuMetAlaPheThrAlaMaValThrSerProLeuThrThrSerGln 
661 TCATTGATGGCTTTTACAGCTGCTG1CACCAGCCCACTAACCACTAGCCAAA 
AGTAACTACCGAAAATGTCGACGACAGTGG TCGGGTGATTGGTGATCGGTTT 
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FIG. 7 Translation of DNA 32 



Overlap with 81 

PheThrAlaLMaValThrSerProLeuThrThrSerGlnThrLeuLeuPheAsnlleLeu 
1 CTTTTACAGCTGCTGTCACCAGCCCACTAACCACTAGCCAAACCCTCCTCTTCAACATAT 
GAAAATGTCGACGACAGTGGTCGGGTGATTGGTGATCGGTTTGGGAGG 

GlyGlyTrpValAlaAlaGlnLeuAlaAlaProGlyAiaAlaThrAlaPheValGlyAla 
6 1 TGGGGGGGTGGGTGGCTGCCCAGCTCGCCGCCCCCGGTGCCGCTACTGCCTTTGTGGGCG 
ACCCCCCCACCCACCGACGGGTCGAGOGGCGGGGGCCACGGCGATGACGGAAACACCCGC 

GlyLeuAlaGlyAlaAlalleGlySerValGlyLeuGlyLysValLeuIleAspIleLeu 
121 CTGGCTTAGCTGGCGCCGCCATCGGCAGTGTTGGACTGGGGAAGGTCCTCATAGACATCC 
GACCGAATCGACCGCGGCGGTAGCCGTCACAACCTGACCCCTTCCAGGAGTATCTGTAGG 

AlaGlyTyrGlyAlaGlyValAlaGlyAlaLeuValAlaPheLysIleMetSerGlyGlu 
181 TTGCAGGGTATGGCGCGGGCGTGGCGGGAGCTCTTGTGGCATTCAAGATCATGAGCGGTC 
AACGTCCCATACCGCGCCCGCACCGCCCTCGAGAACACCGTAAGTTCTAGTACTCGCCAC 

ValProSerThrGluAspLeuValAsnLeuLeuProAlalleLeuSerProGlyAlaLeu 
241 AGG TCCCCTCCACGG AGGACCTGGTCAATC TACTGCCCGCCATCCTCTCGCCCGGAGCCC 
TCCAGGGGAGGTGCCTCCTGGACCAGTTAGATGACGGGCGGTAGGAGAGCGGGCCTCGGG 

ValValGlyValValCysAlaAlalleLeuArgArgHisValGlyProGlyGluGlyAla 
301 TCGTAGTCGGCGTGGTCTGTGCAGCAATACTGCGCCGGCACGTTGGCCCGGGCGAGGGGG 
AGCATCAGCCGCACCAGACACGTCGTTATGACGCGGCCGTGCAACCGGGCCCGCTCCCCC 

ValGlnTrpMetAsnArgLeuIleAlaPheAlaSerArgGlyAsnHisValSer 
361 CAGTGCAGTGGATG AACCGGCTGATAGCCTTCGCCTCCCGGGGGAACCATGTTTCCCC 
GTCACGTCACCTACTTGGCCGACTATCGGAAGCGGAGGGCCCCCTTGGTACAAAGGGG 



119 



EP 0 318 216 B1 



FIG. 8 Translation of DNA 35 

SerlleGluThrlleThrLeuProGlnAspAlaValSerArgThrGlnArgArgGly^g 
TCCATTGAGACAATCACGCTCCCCCAGGATGCTCTCTC^ 

AGGTAACTCTGTTAGTGCGAGGGGGTCCTACGACAGAGGGCGTGAGTTGCAGCCCCGTCC 




MetPheAspSerSerValLeuCysGluCysTyrAspAlaGlv^ 
121 ATGTTCGACTCGTCCGTCCTCTGTGAGTGCTATGACGCAGGCTGTGCTTGGTATGAGCTC 
TACAAGCTCAGCAGGCAGGAGACACTCACGATACTGCGTCCGACACGAACCATACTCGAG 

ThrProAlaGluThrThrValArgLeuArgAlaTyrMetAsnThrProGlyLeuProVal 
181 ACGCCCGCCGAGACTACAGTTAGGCTACGAGCGTACATGAACACCCCGGGGCTTCCCGTG 
TGCGGGCGGCTCTGATGTCAATCCGATGCTCGCATGTACTTGTGGGGCCCCGAAGGGCAC 

CysGlnAspHisLeuGluPheTrpGluGlyValPheThrGlyLeuThrHisIleAspAla 
241 TGCCAGGACCATCTTGAATTTTGGGAGGGCGTCTTTACAGGCCTCACTCATATAGATGCC 
ACGGTCCTGGTAGAACTTAAAACCCTCCCGCAGAAATGTCCGGAGTGAGTATATCTACGG 

HisPheLeuSerGlnThrLysGlnSerGlyGluAsnLeuProTyrLeuValAlaTyrGln 
301 C ACTTTCTATCCCAGACAAAGCAG AGTGGGGAGAACCTTCCTTACC TGGTAGCG TACCAA 
GTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCTTGGAAGGAATGGACCATCGCATGGTT 

Overlap with 36 

AlaThrValCysAlaArgAlaGlnAlaProProProSerTrpAspGlnMetTrpLysCys 

361 GCCACCGTGTGCGCTAGGGCTCAAGCCCCTCCCCCATCGTGGGACCAGATGTGG AAGTGT 
CGGTGGCACACGCGATCCCGAGTTCGGGG AGGGGGTAG CACCCTGG TCTACACCTTCACA 

I^uIleArg^uLysProThrLeuHisGlyProThrProLeuLeuTyrArgLeuGlyAla 
421 TTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCCCTGCTATACAGACTGGGCGCT 
AACTAAGCGGAGTTCGGGTGGGAGGTACCCGGTTGTGGGGACGATATGTCTGACCCGCGA 
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P|Q # 9" I Combined ORF of DNAs 35,36,81 6 32 
SarlleGluThrlleThrLeuProGlnAspAlaValSerArgThrGlnArgArgGlyA^ 

6 1 TGACCGTtXCCC^CGGTCCGTA^ 

MetPheAspSerSerVall^uCysGluCysTy^spAlaGl^^l^^^li^ 
121 ATGTTCGACTCGTCCGTCCTCTGTGAGTGCTATGACGCAGGCTGTGCTTGGTATG/fiCTC 
TACAAGCTCAGCAGGCAGGAGACACTCACGATACTGCGTCCGACACGAACCATACTCGAG 

ThrP roAl aG luThrThrVa lArgl^uAxgAlaTyxMetAsnThrProG ly^ProVal 

18 1 ACGCCCGCCGAGACTACAGTTAGGCTACGAGCGTACATGAACAOT 

TGCGGGCGGCTCTGATGTCAATCCGATGCTCGCATGTACTTGTGGGGCCCCGAAGGGCAC 

CysGlnAspHisLeuGluPheTrpGluGlyValPheThrGlyLeuThrtisIl^pAla 

241 TGCCAGGACCATCTTGAATTTTGGGAGGGCGTCTTTACAGGCCT^ 

ACGGTCCTGGTAGAACTTAAAACCCTCCCGCAGAAATGTCCGGAGTGAGTATATCTACGG 

HisPhelAuSerGlnThrLysGlnSerGlyGluAsnl^uProTyr^Va^aTyrGln 

301 CACTTTCTATCCCAGACAAAGCAGAGTGGGGAGAACCTTCCTTACCTGGTAGCGTACCAA 
GTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCTTGGAAGGAATGGACCATCGCATGGTT 

AlaThrValCysAlaArgAlaGlnAlaProProProSerTrpAspGlnMetTrpLysCys 
3 6 1 GCCACCGTGTGCGCTAGGGCTCAAGCCCCTCCCCCATCGTGGGACCAGATGTGGAAGTGT 
CGGTGGCACACGCGATCCCGAGTTCGGGGAGGGGGTAGCACCCTGGTCTACACCTTCACA 

LeuIleArgl^uLysProThrLeuHisGlyProThrProI^uLeuTyrAxgLcuGLyAla 
421 TTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCCCTGCTATACAGACTGGGCGCT 
AACTAAGCGGAGTTCGGGTGGGAGGTACCCGGTTGTGGGGACGATATGTCTGACCCGCGA 

ValGlnAsnGluIleThrLeuThrHisProValThrLysTyrlleMetThrCysMetSer 
481 GTTCAGAATGAAATCACCCTGACGCACCCAGTCACCAAATACATCATGACATGCATGTCG 
CAAGTCTTACTTTAGTGGGACTGCGTGGGTCAGTGGTTTATGTAGTACTGTACGTACAGC 

AlaAspLeuGluValValThrSerThrTrpValLeuValGlyGlyValLeuAlaAlaLeu 
54 1 GCCGACCTGGAGGTCGTCACGAGCACCTGGGTGCTCGTTGGCGGCGTCCTGGCTGCTTTG 
CGGCTGGACCTCCAGCAGTGCTCGTGGACCCACGAGCAACCGCCGCAGGACCGACGAAAC 

AlaAlaTyrCysI^uSerThrGlyCysValVallleValGlyArgValValLeuSerGly 
601 GCCGCGTATTGCCTGTCAACAGGCTGCGTGGTCATAGTGGGOGGGTCGTCTTGTCCGGG 
CGGCGCATAACGGACAGTTGTCCGACGCACCAGTATCACCCGTCCCAGCAGAACAGGCCC 

LysProAlallelleProAspArgGluValLeuTyrArgGluPheAspGluMetGluGlu 
661 AAGCCGGCAATCATACCTGACAGGGAAGTCCTCTACCGAGAGTTCGATGAGATGGAAGA^ 
TTCGGCCGTTAGTATGGACTGTCCCTTCAGGAGATGGCTCTCAAGCTACTCTACCTTCTC 

CysSerGlnHisLeuProTyrlleGluGlnGlyHetMBtLeuAlaGluGlnPheLysGln 

721 tgctctcagcacttaccgtacatcgagcaagggatgatgctc6ccgagcagttcaagcag 
acgagagtcgtgaatggcaigtagctcgttccctactaosagc6«:tcgtcaagttcgtc 

LysAlaLeuGlyI^uLeuGlnThrAlaS«ArgGlr^aGluValIleAlaProAlaVal 
781 AAGGCCCTCGGCCTCCTGCAGACCGCGTCCCGTCAGGCAGAGGTTATCGCCCCTGCTGTC 
TTCCGGGAGCCGGAGGACGTCTGGCGCAGGGCAGTCCGTCTCCAATAGCGGGGACGACAG 
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GlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaLysHisMetTrpAsnPhelleSer 
841 CAGACCAACTGGCAAAAACTCGAGACCTTCTGGGCGAAGCATATGTGGAACTTCATCAGT 
GTCTGGTTGACCGTTTTTGAGCTCTGGAAGACCCGCTTCGTATACACCTTGAAGTAGTCA 

GlylleGlnTyrLeuAlaGlyLeuSerThrLeuProGlyAsnProAlalleAlaSerLeu 
901 GGGATACAATACTTGGCGGGCTTGTCAACGCTGCCTGGTAACCCCGCCATTGCTTCATTG 
CCCTATGTTATGAACCGCCCGAACAGTTGCGACGGACCATTGGGGCGGTAACGAAGTAAC 

MetAlaPheThrAlaAlaValThrSerProLeuThrThrSerGlnThrLeuLeuPheAsn 
961 ATGGCTTTTACAGCTGCTGTCACCAGCCCACTAACCACTAGCCAAACCCTCCTCTTCAAC 
TACCGAAAATGTCGACGACAGTGGTCGGGTGATTGGTGATCGGTTTGGGAGGAGAAGTTC 

IleLeuGlyGlyTrpValAlaAlaGlnLeuAlaAlaProGlyAlaAlaThrAlaPheVal 
1021 ATATTGGGGGGGTGGGTGGCTGCCCAGCTCGCCGCCCCCGGTGCCGCTACTGCCTTTGTG 
TATAACCCCCCCACCCACCGACGGGTCGAGCGGCGGGGGCCACGGCGATGACGGAAACAC 

GlyAlaGlyLeuAlaGlyAlaAlalleGlySerValGlyLeuGlyLysValLeuIleAsp 
1081 GGCGCTGGCTTAGCTGGCGCCGCCATCGGCAGTGTTGGACTGGGGAAGGTCCTCATAGAC 
CCGCGACCGAATCGACCGCGGCGGTAGCCGTCACAACCTGACCCCTTCCAGGAGTATCTG 

IleT^uAlaGlyTyrGlyAlaGlyValAlaGlyAlaLeuValAlaPheLysIleMetSer 
1141 ATCCTTGCAGGGTATGGCGCGGGCGTGGCGGGAGCTCTTGTGGCATTCAAGATCATGAGC 
TAGGAACG TCCCATACCGCGCCCGCACCGCCCTCGAGAACACCGTAAGTTCTAG TACTCG 

GlyGluValProSerThrGluAspLeuValAsnLeuLeuProAlalleLeuSerProGly 
1201 GGTGAGGTCCCCTCCACGGAGGACCTGGTCAATCTACTGCCCGCCATCCTCTCGCCCGGA 
CCACTCCAGGGGAGGTGCCTCCTGGACCAGTTAGATGACGGGCGGTAGGAGAGCGGGCCT 

AlaLeuValValGlyValValCysAlaAlalleLeuArgArgHisValGlyProGlyGlu 
1261 GCCCTCGTAGTCGGCGTGGTCTGTGCAGCAATACTGCGCCGGCACGTTGGCCCGGGCGAG 
CGGGAGCATCAGCCGCACCAGACACGTCGTTATGACGCGGCCGTGCAACCGGGCCCGCTC 

GlyAlaValGlnTrpMetAsnArgLeuIleAlaPheAlaSerArgGlyAsnHisValSer 
1321 GGGGCAGTGCAGTGG ATGAACCGGCTG ATAGCCTTCGCCTCCCGGGGG AACCATGTTTCCCC 
CCCCGTCACGTCACCTACTTGGCCGACTATCGGAAGCGGAGGGCCCCCTTGGTACAAAGGGG 

FIG. 9-2 
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FIG. 10 Translation of DNA 37b 



LeuAlaAlaLysLeuValAlaLeuGlylleAsnAlaValAlaTyrTyrArgGlyLeuAsp 
1 CTCGCCGCAAAGCTGGTCGCATTGGGCATCAATGCCGTGGCCTACTACCGCGGTCTTGAC 
GAGCGGCGTTTCGACCAGCGTAACCCGTAGTTACGGCACCGGATGATGGCGCCAGAACTG 



ValSerVallleProThrSerGlyAspValValValValAlaThrAspAlaLeuMetThr 
6 1 GTGTCCGTCATCCCGACCAGCGGCGATGTTGTCGTCGTGGCAACCG ATGCCCTCATGACC 
CACAGGCAGTAGGGCTGGTCGCCGCTACAACAGCAGCACCGTTGGCTACGGGAGTACTGG 



GlyTyrThrGlyAspPheAspSerVallleAspTyrAsnThrCysValThrGlnThrVal 
121 GGCTATACCGGCGACTTCGACTCGGTGATAGACTACAATACGTGTGTCACCCAGACAGTC 
CCGATATGGCCGCTGAAGCTGAGCCACTATCTGATGTTATGCACACAGTGGGTCTGTCAG 

Overlap with 

AspPheSerLeuAspProThrPheThrlleGluThrlleThrLeuProGlnAspAlaVal 
181 GATTTCAGCCTTGACCCTACCTTCACCATTG AG ACAATCACGCTCCCCCAGG ATGCTGTC 
CTAAAGTCGGAACTGGGATGGAAGTGGTAACTCTGTTAGTGCGAGGGGGTCCTACGACAG 

clone 35 

SerArgThrGlnArgArgGlyArgThr 
241 TCCCGCACTCAACGTCGGGGCAGGACTG 
AGGGCG TG AGTTGCAGCCCCG TCCTG AC 



FIG. 1 1 Translation of DNA 33b 



Overlap with 32 

MetAsnArgLeuIleAlaPheAlaSerArgGlyAsnHisValSerProThrHisTyrVal 
1 GATGAACCGGCTGATAGCCTTCGCCTCCCGGGGGAACCATGTTTCCCCCACGCACTACGT 
CTACTTGGCCGACTATCGGAAGCGGAGGGCCCCCTTGGTACAAAGGGGGTGCGTGATGCA 

ProGluSerAspAlaAlaAlaArgValThrAlalleLeuSerSerLeuThrValThrGln 
61 GCCGGAGAGCGATGCAGCTGCCCGCGTCACTGCCATACTCAGCAGCCTCACTGTAACCCA 
CGGCCTCTCGCTACGTCGACGGGCGCAGTGACGGTATGAGTCGTCGGAGTGACATTGGGT 

LeuLeuArgArgLeuHisGlnTrpIleSerSerGluCysThrThrProCysSerGlySer 
121 GCTCCTG AGGCG ACTGCACCAGTGG ATAAGCTCGG AGTGTACCACTCCATGCTCCGGTTC 
CGAGGACTCCGCTGACGTGGTCACCTATTCGAGCCTCACATGGTGAGGTACGAGGCCAAG 

Tr pLe uAr gAsp I leTrpAspTrp I leCy sG luValLeuSer As p P heLy s Thr Tr pLeu 
181 CTGGCTAAGGGACATCTGGGACTGGATATGCGAGGTGTTGAGCGACTTTAAGACCTGGCT 
GACCGATTCCCTGTAGACCCTGACCTATACGCTCCACAACTCGCTGAAATTCTGGACCGA 

LysAlaLysLeuMetProGlnLeuProGlylleProPheValSerCysGlnArgGlyTyr 
241 AAAAGCTAAGCTCATGCCACAGCTGCCTGGGATCCCCTTTGTGTCCTGCCAGCGCGGGTA 
TTTTCGATTCGAGTACGGTGTCGACGGACCCTAGGGGAAACACAGGACGGTCGCGCCCAT 

LysGlyValTrpArgVal 
301 TAAGGGGGTCTGGCGAGTG 
ATTCCCCCAGACCGCTCAC 
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FIG. I 2 Translation of DNA 40b 

AlaTyrMetSerLysAlaHisGlylleAspProAsnlleArgThrGlyValArgThrlle 
1 GGCTTACATGTCCAAGGCTCATGGGATCGATCCTAACATCAGGACCGGGGTGAGAACAAT 
CCGAATGTACAGGTTCCGAGTACCCTAGCTAGGATTGTAGTCCTGGCCCCACTCTTGTTA 

ThrThrGlySerProIleThrTyrSerThrTyrGlyLysPheLeuAlaAspGlyGlyCys 
6 1 TACCACTGGCAGCCCCATCACGTACTCCACCTACGGCAAGTTCCTTGCCGACGGCGGGTG 
ATGGTGACCGTCGGGGTAGTGCATGAGGTGGATGCCGTTCAAGGAACGGCTGCCGCCCAC 

SerGlyGlyAlaTyrAspIlellelleCysAspGluCysHisSerThrAspAlaThrSer 
121 CTCGGGGGGCGCTTATGACATAATAATTTG TGACGAGTGCCACTCCACGGATGCCACATC 
GAGCCCCCCGCGAATACTGTATTATTAAACACTGCTCACGGTGAGGTGCCTACGGTGTAG 

IleLeuGlylleGlyThrValLeuAspGlnAlaGluThrAlaGlyAlaArglieuValVal 
181 CATCTTGGGCATCGGCACTGTCCTTGACCAAGCAGAGACTGCGGGGGCGAGACTGGTTGT 
GTAGAACCCGTAGCCGTGACAGGAACTGGTTCGTCTCTGACGCCCCCGCTCTGACCAACA 

LeuAlaThrAlaThrProProGlySerValThrValProHisProAsnlleGluGluVal 
241 GCTCGCCACCGCCACCCCTCCGGGCTCCGTCACTGTGCCCCATCCCAACATCGAGGAGGT 
CGAGCGGTGGCGGTGGGGAGGCCCGAGGCAGTGACACGGGGTAGGGTTGTAGCTCCTCCA 

AlaLeuSerThrThrGlyGluIleProPheTyrGlyLysAlalleProLeuGluVallle 
301 TGCTCTGTCCACCACCGGAGAG ATCCCTTTTTACGGCAAGGCTATCCCCCTCGAAGTAAT 
ACGAGACAGGTGGTGGCCTCTCTAGGGAAAAATGCCGTTCCGATAGGGGGAGCTTCATTA 



LysGlyGlyArgHisLeuIlePheCysHisSerLysLysLysCysAspGluLeuAlaAla 
361 CAAGGGGGGGAGACATCTCATCTTCTGTCATTCAAAGAAGAAGTGCGACGAACTCGCCGC 
GTTCCCCCCCTCTGTAGAGTAGAAGACAGTAAGTTTCTTCTTCACGCTGCTTGAGCGGCG 

Overlap with 37b 

LysLeuValAlaLeuGlylleAsnAlaValAlaTyrTyrArgGlyLeuAspValSerVal 
421 AAAGCTGGTCGCATTGGGCATCAATGCCGTGGCCTACT ACCGCGGTCTTGACGTGTCCGT 
TTTCGACCAGCGTAACCCGTAGTTACGGCACCGGATGATGGCGCCAGAACTGCACAGGCA 



IleProThr 
481 CATCCCGACCAG 
GTAGGGCTGGTC 
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FIG. I 3 Translation of DNA 25c 



CysSerl^uThrValThrGlnLeuLeuArgArgLeuHisGlnTrpIleSerSerGluCys 
1 ACTGCAGCCTCACTGTAACCCAGCTCCTGAGGCGACTGCACCAGTGGATAAGCTCGGAGT 
TGACGTCGGAGTGACATTGGGTCGAGGACTCCGCTGACGTGGTCACCTATTCGAGCCTCA 



ThrThrProCysSerGlySerTrpLeuArgAspIleTrpAspTrpIleCysGluValLeu 
6 1 GTACCACTCCATGCTCCGGTTCCTGGCTAAGGGACATCTGGGACTGGATATGCGAGGTGT 
CATGGTGAGGTACGAGGCCAAGGACCGATTCCCTGTAGACCCTGACCTATACGCTCCACA 

Overlap with 33b 

SerAspPheLysThrTrpLeuLysAlaLysLeuMetProGlnLeuProGlylleProPhe 
121 TGAGCGACTTTAAGACCTGGCTAAAAGCTAAGCTCATGCCACAGCTGCCTGGGATCCCCT 
ACTCGCTGAAATTCTGGACCGATTTTCGATTCGAGTACGGTGTCGACGGACCCTAGGGGA 



ValSerCysGlnArgGlyTyrLysGlyValTrpArgGlyAspGlylleMetHisThrArg 
181 TTGTGTCCTGCCAGCGCGGGTATAAGGGGGTCTGGCGAGGGGACGGCATCATGCACACTC 
AACACAGGACGGTCGCGCCCATATTCCCCCAGACCGCTCCCCTGCCGTAGTACGTGTGAG 

CysHisCysGlyAlaGluIleThrGlyHisValLysAsnGlyThrMetArglleValGly 
241 GCTGCCACTGTGGAGCTGAGATCACTGGACATGTCAAAAACGGGACGATGAGGATCGTCG 
CGACGGTGACACCTCGACTCTAGTGACCTGTACAGTTTTTGCCCTGCTACTCCTAGCAGC 

ProArgThrCysArgAsnMetTrpSerGlyThrPheProIleAsnAlaTyrThrThrGly 
301 G TCCTAGG ACCTGC AGG AACATGTGG AGTGGG ACCTTCCCCATTAATGCCT ACACCACGG 
CAGGATCCTGGACGTCCTTGTACACCTCACCCTGGAAGGGGTAATTACGGATGTGGTGCC 

ProCysThrProLeuProAlaProAsnTyrThrPheAlaLeuTrpArgValSerAlaGlu 
361 GCCCCTGTACCCCCCTTCCTGCGCCGAACTACACGTTCGCGCTATGGAGGGTGTCTGCAG 
CGGGGACATGGGGGGAAGGACGCGGCTTGATGTGCAAGCGCGATACCTCCCACAGACGTC 

GluTyrValGluIleArgGlnValGlyAspPheHisTyrValThrGlyMetThrThrAsp 
4 21 AGGAATATGTGGAGATAAGGCAGGTGGGGGACTTCCACTACGTGACGGGTATG ACTACTG 
TCCTTATACACCTCTATTCCGTCCACCCCCTGAAGGTGATGCACTGCCCATACTGATGAC 

AsnLeuLysCysProCysGlnValProSerProGluPhePheThrGlu 
4 81 ACAATCTCAAATGCCCGTGCCAGGTCCCATCGCCCGAATTTTTCACAGAAT 
TGTTAGAGTTTACGGGCACGGTCCAGGGTAGCGGGCTTAAAAAGTGTCTTA 
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PIG. I 4- 1 Combined ORF of DNAs 40b/37b/35/36/81/32/33b/25c 

MaTyrMetSerLysAlaHisGlylleAspProAs^^ 
1 TGCTTACATGTCCAAE3GCTCATGGGAT0GATCCTAACATCAGGACCGGGGTGAGAACAAT 

ACX3AATGTACAGGTTCCGAGTACCCTAGCTAGGATTGTAGTCCTTC 

ThrThrGlySerProIleThrTyrSerThr^ 
6 1 TACCACTGGCAGCCCCATCACGTACTCCACCTACGGCAAGTTCCTTGCCGACGGCGGGTG 
ATGGTGACOTTCGGGGTAGTGCATGAGGTGGATGCCGTTCAAGGAACGGCTGCCGCCCAC 

SerGlyGlyAlaTyrAspIlellelleCysAspGluCysHisSerThrAspAlaThrSer 
121 CTCGGGGGGCGCTTATGACATAATAATTTGTGACGAGTGCCACTCCACGGATGCCACATC 
GAGCCCCCCGCGAATACTGTATTACTAAACACTGCTCACGGTGAGGTGCXITACGGTGTAG 

IleLeuGlylleGlyThrValLeuAspGlnAlaGluThrAlaGlyAlaArgLeuValVal 
181 CATCTTGGGCATCGGCACTGTCCTTGACCAAGCAGAGACTGCGGGGGCGAGACTGGTTGT 
GTAGAACCCGTAGCCGTGACAGGAACTGGTTCGTCTCTGACGCCCCCGCTCTGACCAACA 

LeuAlaThrAlaThrProProGlySerValThrValProHisProAsnlleGluGluVal 
241 GCTCGCCACCGCCACCCCTCCGGGCTCCGTCACTGTGCCCCATCCCAACATCGAGGAGGT 
CGAGCGGTGGCGGTGGGGAGGCCCGAGGCAGTGACACGGGGTAGGGTTGTAGCTCCTCCA 

AlaLeuSerThrThrGlyGluIleProPheTyrGlyLysAlalleProLeuGluVallle 
301 TGCTCTGTCCACCACCGGAGAGATCCCTTTTTACGGCAAGGCTATCCCCCTCGAAGTAAT 
ACGAGACAGGTGGTGGCCTCTCTAGGGAAAAATGCCGTTCCGATAGGGGGAGCTTCATTA 

LysGlyGlyArgHisLeuIlePheCysHisSerLysLysLysCysAspGluLeuAlaAla 
361 CAAGGGGGGG AGACATCTCATCTTCTGTCATTCAAAGAAG AAGTGCG ACG AACTCGCCGC 
GTTGCCCCCCTCTGTAGAGTAGAAGACAGTAAGTTTCTTCTTCACGCTGCTTGAGCGGCG 

LysI^uValAlaLeuGlylleAsnAlaValAlaTyrTyrArgGlyLeuAspValSerVal 
421 AAAGCTGGTCGCATTGGGCATCAATGCCGTGGCCTACTACCGCGGTCTTGACGTGTCCGT 
TTTCGACCAGCGTAACCCGTAGTTACGGCACCGGATGATGGCGCCAGAACTGCACAGGCA 

IleProThrSerGlyAspValValValVamaThrAspAlal^uMetThrGlyTyrThr 
481 CATCCCG ACCAGCGGCG ATGTTGTCGTCGTGGCAACCG ATGCCCTC ATGACCGGCTATAC 
GTAGGGCTGGTCGCCGCTACAACAGCAGCACCGTTGGCTACGGGAGTACTGGCCGATATG 

GlyAspPheAspSerVallleAspTyrAsnThrCysValThrGlnThrValAspPheSer. 
54 1 CGGCGACTTCGACTCGGTGATAGACTACAATACGTGTGTCACCCAGACAGTCGATTTCAG 
GCCGCTGAAGCTGAGCCACTATCTGATGTTATGCACACAGTGGGTCTGTCAGCTAAAGTC 

LeuAs pPr oThr P heThr I leG luThr 1 1 eThrLeuP r oG 1 nAsp Al aValSer ArgThr 
601 CCTTGACCCTACCTTCACCATTGAGACAATCACGCTCCCCCAGGATGCTGTCTCCCGCAC 
GGAACTGGGATGGAAGTGGTAACTCTGTTAGTGCGAGGGGGTCCTACGACAGAGGGCGTG 

GlnArgArgGlyArgThrGlyArgGlyLysProGlylleTyrArgPheValAlaProGly 
661 TCAACGTCGGGGCAGGACTGGCAGGGGGAAGCCAGGCATCTACAGATTTGTGGCACCGGG 
AGTTGCAGCCCCGTCCTGACCGTCCCCCTTCGGTCCGTAGATGTCTAAACACCGTGGCCC 

GluArgProSerGlyMetPheAspSerSerValLeuCysGluCysTyrAspAlaGlyCys 
721 GGAGCGCCCCTCCGGCATGTTCGACTCGTCCGTCCTCTGTGAGTCCTATGACGCAGGCTG 
CCTCGCGGGGAGGCCGTACAAGCTGAGCAGGCAGGAGACACTCACGATACTGCGTCCGAC 

AlaTrpTyrGluI^uThrProAlaGluThrThrValArgl^uArgAlaTyrMetAsnThr 
781 TGCTTGGTATGAGCTCACGCCCGCCGAGACTACAGTTAGGCTACGAGCGTACATGAACAC 
ACGAACCATACTCGAGTGCGGGCGGCTCTGATGTCAATCCGATGCTCGCATGTACTTG1G 

ProGlyLeuProValCysGlnAspHisLeuGluPheTrpGluGlyValPheThrGlyLeu 
84 1 CCCGGGGCTTCCCGTGTGCCAGGACCATCTTGAATTTTGGGAGGGC^ 

GGGCCCCGAAGGGCACACGGTCCTGGTAGAACTTAAAACCCTCCCGCAGAAATGTCCGGA 

ThrHisIleAspAlaHisPhelieuSerGlnThrLysGlnSerGlyGluAsnLeuProTyr 
901 CACTCATATAGATGCCCACTTTCTATCCCAGACAAAGCAGAGTGGGGAGAACCTTCCTTA 
GTGAGTATATCTACGGGTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCTTGGAAGGAAT 
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LeuValAlaTyrGlnAlaThzValC7sAlaArgAlaGlnAlaProProProSerTrpAsp 
96 1 CCTGGTAGCGTACCAAGCCACCGTGTGCGCTAGGGCTCAAGCCCCTCrc 
GGACCATCGCATGGTTCGGTGGCACACGCGATCCCGM 

GlnMetTrpLysCysI^uIleArgLeuLysProThrl^tiHisGlyProThrProI^uLeu 
1021 CCAGATGTGGAAGT6TTTGATTGGCCTCAAGCCCACCCTCCATGGGCCAACACCCCTGCT 
GGTCTACACCTTCACAAACTAAGCGGAGTTCGGGTGGGAGGTAC^ 

TyrArgLeuGlyAlaValGlnAsnGluIleThrLeuThrHisProValThrLysTyrlle 
1081 ATACAGACTGGGCGCTGTTCAGAATGAAATCACCCTGACGCACCCAGTCACCAAATACAT 
TATGTCTGACCCGCGACAAGTCTTACTTTAGTGGGACTGCGTG^ 

MetThrCysMetSerAlaAspI^uGluValValThrSerThrTrpValLeuValGlyGly 
1141 CATGACATGCATGTCGGCCGACCTGGAGGTCGTCACGAGCACCTGGGTGCTCGTTGGCGG 
GTACTGTACGTACAGCCGGCTGGACCTCCAGCAGTGCTCGTGGACCCACGAGCAACOGCC 

ValLeuAlaAlaLeuAlaAlaTyrCysLeuSerThrGlyCysValVallleValGlyArg 
1201 CGTCCTGGCTGCTTTGGCCGCGTATTGCCTGTCAACAGGCTGCGTGGTC^ 

GCAGGACCGACGAAACCGGCGCATAACGGACAGTTGTCCGACGCACCAGTATCACCCGTC 

ValValLeuSerGlyLysProAlallelleProAspArgGluValLeuTyrArgGluPhe 
1261 GGTCGTCTTGTCCGGGAAGCCGGCAATCATACCTGACAGGGAAGTCCTCTACCGAGAGTT 
CCAGCAGAACAGGCCCTTCGGCCGTTAGTATGGACTGTCCCTTCAGGAGATGGCTCTCAA 

AspGluMetGluGluCysSerGlnHisIjeuProTyrlleGIuGlnGlyMetMetLeuAla 
1321 CGATGAGATGGAAGAGTGCTCTCAGCACTTACCGTACATCGAGCAAGGGATGATGCT^ 
GCTACTCTACCTTCTCACGAGAGTCGTGAATGGCATGTAGCTCGTTCCCTACTACGAGCG 

GluG 1 n PheLy sGlnLy sAl aLeuGlyLeuLeuGlnThrAlaSer ArgGlnAlaGluVal 
1381 CGAGCAGTTCAAGCAGAAGGCCCTCGGCCTCCTGCAGACCGCGTCCCGTCAGGCAGAGGT 
GCTCGTCAAGTTCGTCTTCCGGGAGCCGGAGGACMTCTGGCGCAGGGCAGTCCGTCTCCA 

IleAlaProAlaValGlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaljysHisMet 
1441 TATCGCCCCTGCTGTCCAGACCAACTGGCAAAAACTCGAGACCTTCTGGGCGAAGCATAT 
ATAGCGGGGACGACAGGTCTGGOTGACCGTTTTTGAGCTCTGGAAGAC 

TrpAsnPhelleSerGlylleGlnTyrLeuAlaGlyLeuSerThrLeuProGlyAsnPro 
1501 GTGGAACTTCATCAGTGGGATACAATACTTGGCGGGCTTGTCAACGCTGCCTGGTAACCC 
CACCTTGAAGTAGTCACCCTATGTTATGAACCGCCCGAACAGTTGCGACGGACCATTGGG 

MalleAlaSerLeuMetAlaPheThrAlaAlaValThrSerProLeuThrThrSerGln 
1561 CGCCATTGCTTCATTGATGGCTTTTACAGCTGCTGTCACCAGCCCACTAACCACTAGCCA 
GCGGTAACGAAGTAACTACCGAAAATGTCGACGACAGTGGTCGGGTC 

Thrl^uLeuPheAsnlleLeuGlyGlyTrpValAlaAlaGlnLeuAlaAlaProGlyAla 
1621 AACCCTCCTCTTCAACATATTGGGGGGGTGGGTGGCTGCCCAGCTCGCCGCCCCCGGTGC 
TTGGGAGGAGAAGTTGTATAACCCCCCCACCCACCGACGGGTCGAGCGGCGGGGGCCACG 

AlaThrAlaPheValGlyAlaGlyLeuAlaGlyAlaAlalleGlySerValGlyLeuGly 
1681 CGCTACTGCCTTTGTGGGCGCTGGCTTAGCTGGCGCCGCCATCGGCAGTC 

GCGATGACGGAAACACCCGCGACCGAATCGACCGCGGCGGTAGCCGTCACAACCTGACCC 

LysVall^ulleAspIleLeuAlaGlyTyrGlyAlaGlyValAlaGlyAlaLeuValAla 
1741 GAAGGTCCTCATAGACATCCTTGCAGGGTATGGCGCGGGCGTGGCGGGAGCTCT 
CTTCCAGGAGTATCTCTAGGAACGTCCCATACCGCGCCCGCACCGCCCTC^ 

PheLysIleHetSerGlyGluValProSerThrGluAspI^^ 
1801 ATTCAAGATCATGAGCGGTGAGGTCCCCTCCACGGAGGACCI^ 

TAAGTTCTAGTACTCGCCACTCCAGGGGAGGTGCCTCCTGGACCAGTTAGATGACG 

IleLeuSerProGlyAlaLeuValValGlyValValCysAlaAlalleLeuArgArgHis 
1861 CATCCTCTCGCCCGGAGCCCTCGTAGTCGGCGTGGTCTGTGCAGCAATACTGCGCOGGCA 
GTAGGAGAGCGGGCCTCGGGAGCATCAGCCGCACCAGACACGTCGTT^ 

FIG. I 4 •2valGlyProGlyGluGlyAlaValGlnTrpMetAsnArgI^uIleAlaPheAlaSerArg 
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1921 CGTTGGCCCGGGCGAGGGGGCAGTGCAGTGGATGAACCGGCTGATAGCCTTCGCCTCCCG 
GCAACCGGGCCCGCTCCCCCGTCACGTCACCTACTTGGCCGACTATCGGAAGCGGAGGGC 

GlyAsnHisValSerProThrHisTyrValProGluSerAspAlaAlaAlaArgValThr 
1981 GGGGAACCATGTTTCCCCCACGCACTACGTGCCGGAGAGCGATGCAGCTGCCCGCGTCAC 
CCCCTTGGTACAAAGGGGGTGCGTGATGCACGGCCTCTCGCTACGTCGACGGGCGCAGTG 

AlalleLeuSerSerLeuThrValThrGlnlieuLeuArgArgLeuHisGlnTrpIleSer 
204 1 TGCCATACTCAGCAGCCTCACTGTAACCCAGCTCCTGAGGCGACTGCACCAGTGGATAAG 
ACGGTATGAGTCGTCGGAGTGACATTGGGTCGAGGACTCCGCTGACGTGGTCACCTATTC 

SerGluCysThrThrProCysSerGlySerTrpLeuArgAspIleTrpAspTrpIleCys 
2101 CTCGGAGTGTACCACTCCATGCTCCGGTTCCTGGCTAAGGG ACATCTGGGACTGGATATG 
GAGCCTCACATGGTGAGGTACGAGGCCAAGGACCGATTCCCTGTAGACCCTGACCTATAC 

GluValLeuSerAspPheLysThrTrpLeuLysAlaLysLeuMetProGlnLeuProGly 
2161 CGAGGTGTTGAGCGACTTTAAG ACCTGGCTAAAAGCTAAGCTCATGCCACAGCTGCCTGG 
GCTCCACAACTCGCTGAAATTCTGGACCGATTTTCGATTCGAGTACGGTGTCGACGGACC 

IleProPheValSerCysGlnArgGlyTyrLysGlyValTrpArgValAspGlylleMet 

2221 G ATCCCCTTTGTGTCCTGCCAGCGCGGGTATAAGGGGGTCTGGCG AGTGG ACGGCATCAT 
CTAGGGGAAACACAGGACGGTCGCGCCCATATTCCCCCAGACCGCTCACCTGCCGTAGTA 

HisThrArgCysHisCysGlyAlaGluIleThrGlyHisValLysAsnGlyThrMetArg 
2281 GCACACTCGCTGCCACTGTGG AGCTGAGATCACTGGACATGTCAAAAACGGG ACG ATG AG 
CGTGTGAGCGACGGTGACACGTCGACTCTAGTGACCTGTACAGTTTTTGCCCTGCTACTC 

IleValGlyProArgThrCysArgAsnMetTrpSerGlyThrPheProIleAsnAlaTyr 
2341 GATCGTCGGTCCTAGGACCTGCAGGAACATGTGGAGTGGGACCTTCCCCATTAATGCCTA 
CTAGCAGCCAGGATCCTGGACGTCCTTGTACACCTCACCCTGGAAGGGGTAATTACGGAT 

ThrThrGlyProCysThrProLeuProAlaProAsnTyrThrPheAleOieuTrpArgVal 
2401 CACCACGGGCCCCTGTACCCCCCTTCCTGCGCCGAACTACACGTTCGCGCTATGGAGGGT 
GTGGTGCCCGGGGACATGGGGGGAAGGACGCGGCTTGATGTGCAAGCGCGATACCTCCCA 

SerAlaGluGluTyrValGluIleArgGlnValGlyAspPheHisTyrValThrGlyMet 
2461 GTCTGCAGAGGAATATGTGGAGATAAGGCAGGTGGGGGACTTCCACTACGTGACGGGTAT 
CAGACGTCTCCTTATACACCTCTATTCCGTCCACCCCCTGAAGGTGATGCACTGCCCATA 

ThrThrAspAsnLeuLysCysProCysGlnValProSerProGluPhePheThrGlu 
2521 GACTACTG ACAATCTCAAATGCCCGTGCCAGGTCCCATCGCCCGAATTTTTCAC AGAAT 
CTGATGACTGTTAGAGTTTACGGGCACGGTCCAGGGTAGCGGGCTTAAAAAGTGTCTTA 



FIG. 14-3 
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FIG. 1 5 Translation of DNA 33c 

AlaValAspPtelleProValGluAsnl^uGlu 
1 GGCGGIGGACTTTAXCCCTGTGGAGMCCTAGAGACAA 
CCGCCACCTGAXATASSGAaCCTCTTGGATCTC TO 

AspAsnSerSerProProValValProGlnSerPheG^ 
61 GGATAACTCCTCTCCACCAGTAGTGCCCCA^ 

CCTATTGAGGAGAGGTGGTCATCACGGGGTCTCGAAGGTCCACCGAGT^^ 

ThrGlySerGlyLysSerThrLysValProAlaAl^^ 
121 CACXGGCAGCGGCAAAAGCACCAAGGTCCO^^^ 
GTGTCCGTCGCCGTTTTCGTGGTTCCAG^ 



I^uVa:U>uAmProSarValAlaAlaTto 

181 GCl^TACTCAACCCCTCT G Tr GC T GC AACA^ 

COATCATGAGTTGGGGAGACAACGACGTTGTGACCCGAA^ 

Overlap with 40b — 

HiaGlylleAspProAanlleArgThrGlyValArgThrlleThrThrGlySerPTO 

241 TCATOSGATCGATCCIWU^TC^^ 

AGTACCCTAGCTAGGATTGtAGTCCTGGCCCCACTCTTGTIAATGGTG^ 



ThrtyrSerthrTyxGlyLysPheLeuAlaAsp^ 
301 CACGTACTCCACCTACGGCAAGTTCCTTGCCGACGGCGGGTGCTCGGG 

GTGCATGAGGTGGAIGCCGTTCAAGGAACGGCTGCCGCCCACGAGCCCCCCGCGAAIAn 



IlellelleCysAspGluCysHisSerthrAspAlaThrS^ 
361 CATAATAATTTGTGACGAGTGCCACTCCACGGATGCCACATCCATCTTGGGCATTGGCAC 
GTATTATTAAACACTGCTCACGGTGAGGTGCC^^ 



Vall^uAspGlnJaaGluIhrAlaGlyAlaArgl^uValVallieuAlaThrAlaThrPro 
421 TGTCCTTGACCAAGCAGAGACTGCGGGGGCGAGACTGGTTGTGCTCGCCAC^ 
ACAGGAACl\i>GlUCGTCTCTGACGC^^ 



ProGlySerValThrValPxxdHisPrGAsalleGluGluValAlal^uSerThrThzGly 
481 TCCGGGCTCCGTCACTGTGCCCCATCCCAACATCGAGGAGGTTGCTCTGTCCACCACCGG 
AGGCCCGAGGGARTGXCACGGGGTAGGGTO 



GluIleProPhATyxGlyLyaAlalleProLeuGluVallleLysGlyGlyArgHisLeu 
541 AGAGATCCCTnTTAOGGCAAGGCTATCCCCCTCGAAGTAATCAAGGGGGGGAGACATCT 
TCTCTAGGGAAAAATGCCGTTCCGAIAGGGGGAGCTTCATTAGTTCCCCCCCTCTGTAGA 



IlePheCysHisSerLysLysLysCysAspGluLeuAlaAlaLysLeuValAlaLeuGly 
601 CATCTTCTGTCAITCAAAGAAGAAGTGCGACGAACTCGCCGCAAAGCTGGTCGCATTGGG 
GTAGAAGACAGTAAGnTCTTCTTCACGCTGCTTGAGCGGCGTTTCGACCAGCGTAACCC 



IleAsnAlaValAlaTyrTyrArgGlyl^uAspValSerVallleProThrSerGlyAsp 

661 CATCAATGCCGTGGCCTACTACCGCGGTCTT G AQ5TGTCCGTCATCCCGACCAGCGGCGA 
GXAGTTACGGCACCGGATGATGGCGCCAGAACTGCACAGGCAGTAGGGCTGGTCGCCGCT 

ValValValValAlaThrAspAlal^uMet.ThrGlyTyrThrGlyAspPhcAapS 
721 TGTTGTCGTCGTGGCAACCGATGCCCTCATGACCGGCTATACCGGCGACTTCGACTCGGT 
ACAACAGCAGCACCGTTGGCTACGGGAGTACTGGCCGATATGGCCGCTGAAGCTGAGCCA 

IleAspCysAsnThrCys 
781 GATAGACTGCAATACGTGTG 
CTATCTGACGTTATGCACAC 
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FIG. 1 6 Translation of DHA 8h 
ProCysThxCysGlySerScrAtplM 

1 CTCCCTGCACTTGCGGCTCCTC OG ACCT^^ 

GAGGGACGTGAACGCGGAGGAGCCTGGAAATGGACCAGTGC^ 

ValArgArgArgGlyAspSerArgGlTSerLeuLeuSerProArgi^neSartyr^ 

GGCACGCGGCCGCCCCACTAXCGTCCCCGTC^^ 

LysGlySaxSeiGlyGlyPrcELeuL^^ 
121 TGAAAGCCTCCTCGGGGGGTCCGCTCTTCTGCCCCGCGGGGCACGCCGTGGGCXTA 
ACITTCCGAfiGAGCCCCCCAGGCGACAACAC^ 

- — Overlap with 

AlaAlaValCysThrArgGlyvalAlaLysAlaValAspPte^ 
181 GGGCCGCGGTGTGCACCOGTGGAGTGGCIAAGGOGGTGGACTTTXTCCCTGT^ 
CCCGGCGCCACAOGTGGGCACCTCACCGATT^^ 

33c 

GluThrThzMetArgSerProValPhsZhzAspAsaSer 

241 TAGAGACAACCATGAGGTCCCCGGTGTTCAGGGAIAACTCCTC 
ATCTCTGTTGGTACTCCAGGGGCCACAAGTGCCXATTGAGGAG 



FIG. 17 Translation of DNA 7e 

GlyTrpArgLeuLeuAlaProneT^ 
1 GGGGTGGAG G TTGCT G GCGCCCATCACGGCGTAOGCCCAGCAGAGA 

CCCCACCTCCAACGACCGCGGGTAGTGCCGCATGCGGGTCGTCTGTTCCCC^^ 

C^sIlellcThrSexlAuThj^lyArgAspLy^nGlnValGluGlTGluValGlnlle 
61 GTGCATAATCACCAGCCTAACTGGCCGGGACAAAAACCAAGTGGAGGGTGAGGTCCAGAT 
CACGTATTAGTGGTCGGATTGACCGGCCCTGTTTTTGGTTCACCTCCCACTtt 

ValSerthrAlaAlaGlnThrPhel^ujaaThrCya 

121 TGTGTCAACTGCTGCCCAAACCTTCCTGGCAAOGTGGATGAAXGGOTTGTGCTGGACTGT 

ACACAGTTGACGACGGGTTTGGAAGGACCGTTGCACGTAGT^ 

TyrHisGlyAlaGlyThrArgThrlleAla 

181 CTACCACGGGGCOGGAAOGAGGACCATCGCGTCACCCAAGGGTCCTGTCATCCAGATGTA 
GATGGITCCCCGGCCTTGCTCCTGGT^^ 



ThrAsnValAspGlnAspI-euValGlyTrpPrt^ 
241 TACCAATGTAGACCAAGACCTIX;^^ 

ATGGTTACATCTGGTTCTGGAACACCCGACC^^ 

Overlap with 8 h 

Pr oCy sThrCy sG lySerSer AspLeuTyr LeuValThr ArgHia 
301 ACCCTGCACTTGCGGCTCCTCGGACCTTTACCTGGTCAOGAGGCACG 
TGGGACGTGAACGCCGAGGAGCCTGGAAAXGGACCAGTGCTCGGTGC 
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FIG. 18 Translation of DNA 14c 



121 SrcSrCCAeCC^^ 



241 SggSS^^ 



301 AT, 




.Ti 

361 CAlXOTtACTC^TCCCra^ 

GTACGAGTGACTAGGGAGGGTATATTGTCGTCTCCGCCGGCCCGCTTCCAACC^ 

SerProProSerValMaSerSerSerAlaSexGlnl^ 
421 ATCACCCCCCTCTGTGGCCAGCTCCTCGGCTAGCCAGCTATCCGCT 

TAGTGGGGGGAGACACCGGTCGAGGAGCCGATCGGTCGATAGGCGAGGTAGAGAGTTCCG 

ThrCysThrAlaAsnHisAspSerProAsp 
481 AACTTGCACCGCTAACCATGACTCCCCTGAT 
TTGAACGTGGCGATTGGTACTGAGGGGACTA 
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FIG. 1 9 translation of -SNA 8£ 

— Overlap with 14c 

SerSerSerAlaSerGlnlAuSerAlaProSerL^ 
1 AGCTCCTCGGCTAGCCAGCTATCCGCTC^ 

TCGAGGAGCCGATCGGTCGAIWWCGAGGTAGAGAGTTC^ 



AspSerProAspAlaGliiLeuIleGluAlaAsnLeuLeuTrpArgGlnGluMetJCljGly 
61 GACTCCCXTGATGClGAfiCICAXM^SGCCJ^^ 
CTGAGGGGACTACGACTOGAGTAICTCCGGTTGGA^ 

AsnlleThrArgValGluSerGluAsnLysVa^ 
121 AACAXCACCAGC&TTGAGTCAGAAM 

TTGTAGTGGTCCCAACTCAGTCTTTTGTTTC^^ 

ValAlaGluGluAspGluArgGluIleSerValProfclaGl^ 
181 GTGGCGGAGGMGACGAGCGGGAGATCTCCGTACCCGCAGA^^ 
CACCGCCTCCTCCTGCTOGCCCTCTA^^ 

ArgPhaAlaGlnAlaLeuProValTrpAlaArgPrcAspTy^ 

241 W^TTCGCCCAGGCCXTGCCC* 

TCTAAGCGGGTCCGGGACGGGCAAACCCGCGCCGGCCTGAXATTGGGGGG 

ThrTrpLysLysPrcAspTyrGluProProValValHisGlyC^ 

301 ACGTGGAAAAAGCCCGACTACGAACCACCTGTGGTCCXTGGCTGTCOG C TT C CACCTCCA 
TGCACCTTTTTCGGGCTGATGCTTGGTGGAC^ 

LysSerProProValPro 
361 AAGTCCCCTCCTGTGCCG 
TTCAGGGGAGGACACGGC 



FIG. 20 Translation of UNA 33f 



ValTrpAlaArgPrcAspTyrAsnProPrbLeuValGluThxTxpLysLysPrcAspTyr 
1 CGTTTGGGCGCGGCCGGACTAIAACCCCCCGCTAGra 
GCAAACCOXGCCGGCCTGAIAT^^ 

Overlap with 8f 

GluProProValValHisGlyCysPzt^uProProPro£iy8SerProProValProPro 
61 CGAACCACCTGTGGTCCATGGCTGCCXGCTTCCACCTCCAAAGTCCCCTCCTC 
GCTTGGTGGACACCAGGTACCGACGGGCGAAGGTGGAGG 

ProArgLysLysAr^ThrValVall^uThrGluSerthrLeuSerThrAlaX^ 
121 GCCTCGGAAGAAGCGGACGGTGGTCCTCACTGAATCAACCCTATCTACTGCCT 
CGGAGCCTTCTTCGCCTGCCACCAGGAG 

LeuAlaThrArgSexPheGlySerSerSerThrSerG^^ 
181 GCTCGCC^CAGAAGCTTTGGCAGCTCCT^ 

CGAGCGGTGGTCTTCGAAACCGTCGAGGAGTTGAAGGC 

ThrSerSerGluProAlaProSexGlyCysProProAspSerAspAlaGluSerPhe 

241 AACATCCTCTGAGCCCGCCCCTTCTGGC^ 

TTGTAGGAGACTCGGGCGGGGAASACCGACGGGGGGGCTGAGGCTGCGACTCA^ 
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AlaS«rArgSer?heGlySer$erSerThrSerGlyXleThr^^ 

X GCCTCCAGAAGCTTTGGCAGCTCC7CM 
CGGAGGTCTTCGAAACCGTCGAGGA^ 

Overlap with 33 £ 

SerS^rGluProAlaP roSgrXS lyCyaProProAspSerAs^^ 
61 TCCTCTGAGCCCGCCCCTTCIGGCTGCC^ 

AGGAGACTCGGGOGGGGAAGACCGACGGGGGGGCTGAGGCT^^ 

MetProProI^uGluGlyGluProGlyAflpProAspI^uS 
121 ATGCCCCCCCTGGAGGGGGAGCCTGG<X^ 
TACQ^GGGGACCTCCCCCTCGGAC^ 

VaJ£erSerGluAlaAsnAlaGluAspValValCysCysSe^^ 
181 GTCAGTAgTGAGGCCAACGCGGA(^ePGTCGlGTGCTG^ 
CAGTCATCACTCCGGTTGCGCCTCC^^ 

GlyAlaLcuValThrProCyaAl a AlaGluGluGlnLysLeuProIleAanAlaLeuSer 
241 GGCGCACTCGTCACCCCGTGCGCCGCGGAAGAACA^ 

CCGCGTGAGCAGTGGGGCACGCGGCGCCTTCTTGTCTTT^^ 

AsnSerLeuLeuArgHisHisAsnLeuVal 

301 AACTCGTTGCTACGTCACCACAATTTGGTGTATTCCACCACCTCACGCAGTG 
TTGAGCAACGATGCMTGGTGTTAAACO^ 



FIG, 22 Translation of DNA 7f 

GlyThrTyrValTyrAsnHisLeuThrProLeuArgAspTrpAlaHisAsnGlyLeuArg 
1 GGCACCTATGTTTATAACCATCTCACTCCTCTTCGGGACTGGGCGCACAACGGCTTGCGA 
CCGTGGATACAAATATTGGTAGAGTGAGGAGAAGCCCTGACCCGCGTGTTGCCGAACGCT 

AspLeuAlaValAlaValGluProValValPheSerGlnMetGluThrLysLeuIleThr 
61 GATCTGGCCGTGGCTGTAGAGCCAGTCGTCTTCTCCCAAATGGAGACCAAGCTCATCACG 
CTAGACCGGCACCGACATCTCGGTCAGCAGAAGAGGGTTTACCTCTGGTTCGAGTAGTGC 

TrpGlyAlaAspThrAlaAlaCysGlyAspIlelleAsnGlyLeuProValSerAlaArg 
121 TGGGGGGCAGATACCGCCGCGTGCGGTGACATCATCAACGGCTTGCCTGTTTCCGCCCGC 
ACCCCCCGTCTATGGCGGCGCACGCCACTGTAGTAGTTGCCGAACGGACAAAGGCGGGCG 



ArgGlyArgGluIleLeuLeuGlyProAlaAspGlyMetValSerLysGlyTrpArgLeu 
181 AGGGGCCGGGAGATACTGCTCGGGCCAGCCGATGGAATGGTCTCCAAGGGTTGG AGGTTG 
TCCCCGGCCCTCTATGACGAGCCCGGTCGGCTACCTTACCAGAGGTTCCCAACCTCCAAC 



LeuAlaProIleThrAlaTyrAlaGlnGlnThrArgGlyLeuLeuGlyCysIlelleThr 
241 CTGGCGCCCATCACGGCGTACGCCCAGCAGACAAGGGGCCTCCTAGGGTGCATAATCACC 
GACCGCGGGTAGTGCCGCATGCGGGTCGTCTGTTCCCCGGAGGATCCCACGTATTAGTGG 

Overlap with 7e 

SerLeuThrGlyArgAspLysAsnGlnValGluGlyGluValGlnlleValSerThrAla 
301 AGCCTAACTGGCCGGGACAAAAACCAAGTGGAGGGTGAGGTCCAGATTGTGTCAACTGCT 
TCGGATTGACCGGCCCTGTTTTTGGTTCACCTCCCACTCCAGGTCTAACACAGTTGACGA 



AlaGlnThrPheLeuAlaThrCysIleAsnGlyValCysTrp 
361 GCCCAAACCTTCCTGGCAACGTGCATCAATGGGGTGTGCTGG 
CGGGTTTGGAAGGACCGTTGCACGTAGTTACCCCACACGACC 
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FIG. 23 Translation of DMA lib 

GlyGlyValValLeuValGlyLeiiMetAla^uThrLeuSerProTyrTyrLysArgTyr 
1 GGCGGTGTTGTTCTCGTCGGGTTGATGGCGCTGACTCTGTCACCATATTACAAGCGCTAT 
CCGCCACAACAAGAGCAGCCCAACTACCGCGACTGAGACAGTGGTATAATGTTCGCGATA 

IleSerTrpCysLeuTrpTrpLeuGlnTyrPheLeuThrArgValGluAlaGlnLeuHis 
6 1 ATCAGCTGGTGCTTGTGGTGGCTTCAGTATTTTCTGACCAGAGTGGAAG 

TAGTCGACCACGAACACCACCGAAGTCATAAAAGACTGGTCTCACCTTCGCGTTGACGTG 

ValTrpIleProProLeuAsnValArgGlyGlyArgAspAlaVallleLeuLeuMetCys 
121 GTGTGGATTCCCCCCCTCAACGTCCGAGGGGGGCGCGACGCCGTCATCTTACTCATGTGT 
CACACCTAAGGGGGGGAGTTGCAGGCTCCCCCCGCGCTGCGGCAGTAGAATGAGTACACA 

AlaValHisProThrLeuValPheAspIleThrLysLeuLeuLeuAlaValPheGlyPro 
181 GCTGTACACCCGACTCTGGTATTTGACATCACCAAATTGCTGCTGGCCGTCTTCGGACCC 
CGACATGTGGGCTGAGACCATAAACTGTAGTGGTTTAACGACGACCGGCAGAAGCCTGGG 

LeuTrpIleLeuGlnAlaSerLeuLeuLysValProTyrPheValArgValGlnGlyLeu 
241 CTTTGGATTCTTCAAGCCAGTTTGCTTAAAGTACCCTACTTTGTGCGCGTCCAAGGCCTT 
GAAACCTAAGAAGTTCGGTCAAACGAATTTCATGGGATGAAACACGCGCAGGTTCCGGAA 

LeuArgPheCysAlaLeuAlaArgLysMetlleGlyGlyHisTyrValGlnMetVallle 
301 CTCCGG TTCTGCGCG TTAGCGCGGAAGATG ATCGGAGGCCATTACG TGCAAATGGTCATC 
GAGGCCAAGACGCGCAATCGCGCCTTCTACTAGCCTCCGGTAATGCACGTTTACCAGTAG 



I leLy sLeuGlyAl aLeuThrG lyThrTyrValTyr AsnHi sLeuThr ProLeuArgAsp 
361 ATTAAGTTAGGGGCGCTTACTGGCACCTATGTTTATAACCATCTCACTCCTCTTCGGGAC 
TAATTCAATCCCCGCGAATGACCGTGGATACAAATATTGGTAGAGTGAGGAGAAGCCCTG 

Overlap with 7f 

TrpAlaHisAsnGlyLeuArgAspLeuAlaValAlaValGluProValValPheSerGln 
421 TGGGCGCACAACGGCTTGCGAGATCTGGCCGTGGCTGTAGAGCCAGTCGTCTTCTCCCAA 
ACCCGCG TG TTGCCGAACGCTC TAGACCGGCACCGACATCTCGGTCAGCAG AAG AGGGTT 



MetGluThrLysLeuIleThrTrpGly 
481 ATGGAGACCAAGCTCATCACGTGGGGGGC 
TACCTCTGGTTCGAGTAGTGCACCCCCCG 
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FIG. 24 Translation of DNA 141 
GluTyrVaavalLeuLeuPheLeuI^ 
1 GGGMTACGTCXSTTCTCCTGTTCCTTCTGCTTGC^ 

CCCTCATGCAGCAAGAGGACAAGGAAGACGAACGTCTGCG^ 

MetMetXeuLeuIleSerGlnAlaGluAlaJ^ 
6 1 GGATGATGCTACTCATATCCCAAGCGGAGGCGGCTTTGGAGAACCTCGTAATACTTAATG 

CCTACTACGATGAGTATAGGGTTCGCCTCCGQCGAAACCTCTTGGAGCATTATGAATTAC 

jUaSerLeuAlaGlyThrHisGlyLe^ 
121 CAGCATCCCTGGCCGGGACGCACGGTCTTGTATCCTTCCTCGTGTTCTTCTGCTTTGCAT 

GTTCTAGGGACC^CCCTGCGTGCCAGAACATAGGAAGGtt 

Tyrl^uLysGlyLysTrpValProGlyAlaValTyrThrPheTyrGlyMet 

181 GGTATTTGAAGGGTAAGTGGGTGCCCGGAGCGGTCTACACCra 

CCATAAACTTCCCATTCACCCACGGGCCTCGCCAGATGTGGAAGATGCCCTACACCGGAG 

24 1 TCCTCCTGCTCCTGTTGGCGTTGCCCCAGCGGGCGTACGCGCTGGACACGGAGGTGGCCG 
AGGAGGACGAGGACAACCGCAACGGGGTCGCCCGCATGCGCGACCTGTGCCTCCACCGGC 



301 




ArgTyrlleSerTrpCysLeuTrpTrpLeuGln 

361 AGOGCTATATCAGCTGGTGCTTGTGGTGGCTTCAGAA 
TCGCGATATAGTCGACCACGAACACCACCGAAGTCTT 

FIG. 25 Translation of DHA 39c 



ProAlaProSerGlyCysProProAspSerAspAlaGluSe^^ 

1 CCAGCCCCTTCTGGCTGCCCCCCCGACTCCGACGCTGA 

GGTCGGGGAAGACCGACGGGGGGGCTGAGGCTGCGACTCAGGATAAGGAGGTACGGGGGG 



LeuGluGlyGluProGlyAspProAspLeuSerAspGlySerTrpSerThrValSerSer 
6 1 CTGGAGGGOTAGCCTGGGGATCCGGATCTTAGCGACGGGTCATGGTCAACAGTCAGTAGT 
GACCTCCCCCTCGGACCCCTAGGCCTAGAATCGCTGCCCAGTACCAGTTGTCAGTCATCA 



Overlap with 33g — 



GluMaAsnMaGluAspValValCysCysSerMetSerTyrSerTrpThrGly^ 
GAGGCCAACGCGGAGGATCTCGTGTGC 
CTCCGGTTC 



ValThrProCysAlaAlaGluGluGlnLysLeuProIleAsnAlal^uSerAsn^^ 

181 GTCACCCOSTGCGCCGCGCa^ 

CAGTGGGGCACGCGGCGCCTTCTTGTCTTTGACGGGTAGTTACGTGACTCGTTGAGCAAC 



LeuArgHisHisAsnLeuValTyrSerThrThrS^^ 
241 CTACGTCACCAOVATTTGGTGTATTCCACCACCTCACGCAGTC 

GATGCAGTGGTGTTAAACCACATAAGGTGGTGGAGTX3CGTCACGAAC 

LysValThrPheAspArgLeuGlnVall^uAspSerHisTyrGlnAspValLeuLysGlu 

301 AAAGTCACATTTGACAGACTGCAAGTTCTGGA 

TTTCAGTGTAAACTGTCTGACGTTCAAGACCTGTCGGTAATGGTCCTGCATGAGTTCCTC 

ValLysAlaAlaAlaSerLysValLysAlaAsnPhe 
361 GTTAAAGCAGCGGCGTCAAAAGTGAAGGCTAACTTC 
CAATTTCGTCGCCGCAGTTTTCACTTCCGATTGAAG 
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FIG. 26— I COMBINED ORF OF DNAs 
14iAlb/7f/7e/8h/33c/40b/37b/35/36/81/32/33b/25c/14c/8f/33f/33g/39c 



GluTyrValValLeuLeuPheLeuLeuI^uAlaAspAlaA 

1 GGGAGTACGTCGTTCTCCTGTTCCTTCTGCTTGCAGACGCGCGCGTCTGCTCCTG 
CCCTCATGCAGCAAGAGGACAAGGAAGACGAACGTCTGC^ 

MetMetl^uI^uIleSerGlnAlaGluAlaAlaLeuGluAsnl^ 
61 GGATGATGCTACTCATATCCCAAGCGGAGGCGGCTTTGGA 

CCTACTACGATGAGTATAGGGTTCGCCTCCGCCGAAACCTCTTGGAGCATTATGAATTAC 

AlaSerLeuAlaGlyThrHisGlyLeuValSerPheLeuValPhePheCysPheAlaTrp 
121 CAGCATCCCTGGCCGGGACGCACGGTCTTGTATCCTTCCTCGTGTTCTTCTGCTTTGCAT 
GTCGTAGGGACCGGCCCTGCGTGCCAGAACATAGGAAGGAGCACA 

TyrLeuLysGlyLysTrpValProGlyAlaValTyrThrPte^ 
181 GGTATTTGAAGGGTAAGTGGGTGCCCGGAGCGGTCTACACCTTCTACGGGATGTGGCCTC 
CCATAAACTTCCCATTCACCCACGGGCCTCGCCAGATGTGGAAGATGCCCTACACCGGAG 

LeuLeuLeuLeuLeuAlaX^iiProGlnArgAlaTyrAlal^uAspThx^ 
241 TCCTCCTGCTCCTGTTGGCGTTGCCCCAGCGGGCGTACGCGCTGGACA 

AGGAGGACGAGGACAACCGCAACGGGGTCGCCCGCATGCGCGACCTGTGCCTCCACCGGC 

SerCysGlyGlyValValLeuValGlyLeuMetAlaLeuThrLeuSerProTyrTyrLys 
301 CGTCGTGTGGCGGTGTTGTTCTCGTCGGGTTGATGGCGCTG^ 

GCAGCACACCGCCACAACAAGAGCAGCCCAACTACCGCGACTGAGACAGTGGTATAATG 

Ax^TyrlleSerTrpCysXieuTrpTrpLeuGlnTyrPheLeuThrArgValGluAlaGln 
361 AGOGCTATATCAGCTGGTGCTTGTGGTGGCTTCAGTATTTT C TGACCAGAGTGGAAGCGC 
TCGCGATATAGTCG ACCACGAACACCACCGAAGTCATAAAAGACTGGTCTCACC TTCGCG 

I^uHisValTrpIleProProLeuAsnValArgGlyGlyArgAspAlaVallleLeuLcu 
4 21 AACTGCACGTGTGGATTCCCCCCCTCAACGTCCGAGGGGGGCGCGACGCCGTCATCTTAC 
TTGACGTGCACACCTAAGGGGGGGAGTTGCAGGCTCCCCCCGCGCTGCGGCAGTAGA^ 

Met(^sAlaValHisProThrI^uValPheAspIleThrLysI>\iXjeuLeiiAlaValPhe 
481 TCATGTGTGCTGTACACCCGACTCTGGTATTTGACATCACCAAATTGCTGCTGGCCGTCT 
AGTACACACGACATGTGGGCTGAGACCATAAACTGTAGTGGTTTAACGACGACCGGCAGA 

GlyProI^uTrpIlel^uGlnAlaSerl^uLeuLysValProTyrPheValArgValGln 
541 TCGGACCCCTTTGGATTCTTCAAGCCAGTTTGCTTAAAGTACCCTACTTTGTGCGCGTCC 
AGCCTGGGGAAACCTAAGAAGTTCGGTCAAACGAATTTCATGGGATGAAACACGCGCAGG 

Glyl^uLeuArgPheCysAlaLeuAlaArgLysMetlleGlyGlyHisTyrValGlnMet 
601 AAGGCC TTCTCCGG TTCTGCG CGTT AGCGCGGAAGATG ATCGGAGGCCATT ACG TGCAAA 
TTCCGGAAGAGGCCAAGACGCGCAATCGCGCCTTCTACTAGC^ 

ValllelleLysI^uGlyMaLeuThrGlyThrTyrVa^ 
661 TGGTCATCATTAAGTTAGGGGCGCTTACTGGCACCTATGTTTATAA 

ACCAGTAGTAATTCAATCCCCGCGAATGACCGTGGATACAAATATTGGTAGAGTGAGGAG 

ArgAspTrpAlaHisAsnGlyLeiiArgAspLeuAlaValAlaValGliiProValValPhe 
721 TTCGGGACTGGGCGCACAACGGCTTGCGAGATCTGGCCGTGGCTGTAGAGCCAGTCGTCT 
AAGCCCTGACCCGCGTGTTGCCGAACGCTCTAGACCGGCACCGACATCTCGGTCAGCAGA 

SerGlnKetGluThrLysLeuIleThrTrpGlyAlaAspThrAlaAlaCysGlyAspIle 
781 TCTCCCAAATGGAGACCAAGCTCATCACGTGGGGGGCAGATACCGCCGCGTGCGGTGACA 
AGAGGGTTTACCTCTGGTTCGAGTAGTGCACCCCCCGTCTATGGCGGCGCACGCCACTGT 

IleAsnGlyLeuProValSerAlaArgArgGlyArgGluXleLeuLeuGlyProAIaAsp 
841 TCATCAACGGCTTGCCTGTTTCCGCCCGCAGGGGCCGGGAGATACTGCTCGGGCCAGCOG 
AGTAGTTGCCGAACGGACAAAGGCGGGCGTCCCCGGCCCTCIATGAOGAGCCCGGTCGGC 

GlyMetValSerLysGlyTrpArgLeuI^uAlaProIleThrAlaTyrAlaGlnGlnThr. 
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CCCAttC^OCTGACAGATG6TGOCCOQGCCTTGCT0CTG6TAGC6C*fiI0SGTTC0CM 

PMil^erTvrLeuLysGlySerSer€lyGlyProLeuLeuCysProM.a61yHl«Ala 

ValGlyllePheArgAlaAlaValCysThrArgGl^ 
CCGTCGGCATATTTAGGGCCGCGGTGTGCACC^TGGAGT^ 

G^CCCGTATJUttTCCCGGCGCCA^ 

ProValGluAanI«uGluThiThiMetArgSerProV^ 
TCCCTCTGGAGAACCTAGAGACAACGATGAGGTCCCCGGTGTTC^^ 

ProValValProGlnSerPheGlnValAlaHiaLeulUsAla^^ 

gtggtStcacggggtctc^ 

SerThrLysValPrcAlaJaaTyrAlaAlaGlnGly^ 
AAAGCACCAAGGTCCCGGCIGCATA^^ 

Stcgtggttccagggcc<» 

SeiVamaJaaThrI«uGlyPheGlyAlaTyiMet^ 

^TTGTAGTCCTGGCCCCACTCTTG^ 

GlvLvsPheI^uAlaJ^pGlyGlyCysSer<51yGlyAlalYrABpIleIloIl^«^P 

ACGG^GTTCCTTGTCGACra 

ACGAGTCCCACTCCAC^ 

TCCTCACGGTCAGGTGCCTACGGTG1AGGTAGAACCCGTAGCCGTC 
GluThrAlaGlyjaaAxgLeuValValL^^ 

1861 ^S^^^^S^^^^^^ 

FIG. 26-2 
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ValProKisProAsnlleGluGluValAlalA^ 

1921 CTCTCcceaapcau^K^^ 

GACAOGGGGTJW^TTGTAGCTCCTCCAA 

GlyLysAlalleProLeuGluVallleLysGlyGlyArgHisLeuIlcPheCysHisSer 

1981 acggojIggctatccccctcgaagt^ 

TGCCGTTCCGATAGGGGGAGCTTCATTAGTTCCCCCC^ 

LyaLysLysCyaAspGluIjBuAlaAlaLysl>euValAlad>uGlyn 

GTTTCTTCTTCAOGCTGCT^ 

TyrtyrArgGlyLeuXapValSerVallleProThrSerGlyAa 

2101 CCTACTACKCGGTCTTGAGGTGTCCGTCATCCCGACC^ 

GGATGATGGCGCCAGAACTGCACAGGCAGTAGGGCTGGTOGCCGCT^ 

ThrAspAlaLeuMetIlii<&yTyr^^ 
2161 CAACCGATGCCCTCATGACCGGCTATACCGGCGACTTCGACT 
CTTCGCTACGGGAGTACTGGCCGM 

CysValThrGlnThiValAspPheSerLeuAapProThrPhCThrlloGluT^ 

2221 CGTCTGTCACOCAGACAGTCGATTTCtt^^ 
GCACACAGTOMTCTGTCAGCTAAAGTCGGAA 



2281 



iAuProGlnAspAlaValSerAx^ThzGlnAr^ArgGlyArgTh^ 
CGCTCCCCCAGGATGCTGTCTCCCG^^ 

GCGAGGGGCTCCTACGACAGAGGGCGTGAGTTG<>GCCCCGTCCTGACC^ 



GlyllcTyrArgPheValAlaProGlyGluArgProSerGlyMetPheAapSerSerVal 
2341 CAGGCATCTACAGATTTGTGGCACOGGGGGAGCGOCCCTCOGGCATC 

GTCCGTAGATGTCT AAACACCG TGGCCCCCTCGCGGGG AGGCOGTACAAGCTGAGCAGGC 

LeuCysGluCysTyrAspAlaGlyCysAlaTrpTyrGlul^uThrProAlaGluThrT^ 

2401 TCCTCTGTGAGTGCTATCAGGCJUjGCTGTGCTTGGTAT^ 

AGGAGACACTCACGATACTGCGTCCGACACGAACCATACTCGAGTGCGGGCGGCTCTGAT 

ValArgLeuArgAlaTyxMetJ^nThrP^ 
24 61 CAGTTAGGCTAOGAGCGTACATGAACACCCCGGGGCTTCCCGTGTGCCAGGACCATCTTC 
GTCAATCCGATGCTCGCATGTAGTTGTGGGGCCCCGAAGGGCACACGGTCCTGGTAGAAC 

PheTrpGluGlyValPheThrGlyLeuThrHlsIleAspAlaHisPhel^uSerGln^ 
2521 AATTTTGGGAGGGCGTCTTTACAGGCCTCACTCATATAGATGCCCACTTTCTATCCCAGA 
TTOUAACCCTCCCGCAGAAATGTCCGGAGTGAGTATATCTACGGGTGAAAGATAGGGTCT 

LysGlnSexGlyGluAsnLeuProTyrLeuValMaTyrGlnAlaTh^ 
2581 CAAAGCAGAGTGGGGAGAACCTTCCTTACCTGGTAGOGTACCAAGCCACCGTGTGC^ 
GTTTCGTCTCACCCCTCTTGGAAGGAATGGACCA 

AlaGlnAlaProProProSerTrpAspGlnMetTrpLysCysLeuIleArgLeuLysPro 
2641 GGGCTCAAGCCCCTCCCCCATCGTGGGACCAGATGTGGAAGTGTTTGATTCGCCTCAAGC 
CCCGAGTTCGGGGAGGGGGTAGCACCC TGG TCTACACCTTCACAAACTAAGCGGAGTTCG 

ThrLeuHisGlyProThrProLeuLeuTyrArgLeuGlyAlaValGlnAsnGluIleThr 

2701 CCACKCTCCATGGGCCAACACCar^ 

GGTGGGAGGTACCCGGTTGTGGGGAOGATATGTCTGACCCGOGACAAGTCTTACTTTA^ 

LeuThrHisProValThrLysTyrlleMetThrCysMetSerAlaAspLeuGluValVal 
2761 CCCTGACGCACCCAGTCACCAAATACATCATGACATGCATGTOGGCCGACCTGGAGGTCG 
GGGACTGCGTGGGTCAGTGGTTTATGTAGTACTGTACGTACAGCOGGCTGGACCTCCAGC 

ThrSerThrTrpValLeuValGlyGl^ 
2821 TCACGAGCACCTGGGTGCTCGTTGGOGGCGTCCTQGCTGCTTTGGCCGCGTATT^ 
AGTGCTCGTGGACCCACGAGCAACXXCCGCAGGACCGACGAAACCGG 

ThrGlyCysValVallleValGlyArgValValLeuSerGlyLysProAlallellePro 

FIG. 26-3 
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2881 CAACAGGCTGC6TGGTCATAGTGGGCAGGGTC6TCTTGTCCGGGAAGCCGGCAATCATAC 
GTTGTCCGACGCACCAGTATCACCCGTCC^^ 

AspArgGluVall^TyrArgGluPheAspGluH^^ 
2941 Cl^CAGGGXAGTCCTCTACCGAGAGTTC^ 

GACTGTCCCTTCAGGAGATGGCTCTCAAGCTACTCTACCT^ 

TyrlleGluGli^lyMfttMetLeuAlaGluGli^ 
3001 OGTAGATCGAGCAAGGGMGATGCTCGCCGAGCAGTTCAAGCA^^ 
GCATGTXGCTCGTTOCCTACTACGJUSCQGCTCGTCAAGTT^ 

GlnThrAlaSerArgGlnAlaGluVallleAlaPro^ 
3061 TGCAGACOGOGTCCOGTCAGGCAGMGTTATOGCCC^^ 
ACGTCTGGCGCAGGGCAGTCCGTCTCCM 

I^uGluThrPheTrpAlaLysHiaMetTrpAs^ 
3121 AACTCGAGACCTTCTGGGCGAAGCATATGTGGAACTTCATCAG 
TTGAGCTCTCGAAGACCCGCTTCGTATA^ 

Glyl^uSerThrLcuProGlyAanProAlal leA^^ 
3181 CGGGCTTGTCAAGGCTGCCTQGTAACCCOGCCATTG^^ 
GOCCGAACAGTTGCGAOGGACCATTGGGGCGGT^^ 

ValThrSerProLeuThrthrSeitflnThrLe^^ 

3241 CTGTCACCAGCCCACTAACC^ 

GACAGTGGTCGGGTGATTGGTGATCGGTTTGGGACSGAGAAGTTGT^ 

AlaAlaGlnl^uAlaAlaProGlyAlaAlaThrAlaPheValGlyAlaGlyLeuAlaGly 

3301 TGGCTGCCCAGCTCGCCGCCCCO^TGC^ 

ACCGACGGGTCGAGOSGCGGGGGCCACGGCGATGAC^ 

MaAlalleGlyScrValGlyLeuGlyLysValLeuIleAsplleLeuAlaGlyTyrGly 

3361 GOGCCGCCATCGGCAGTGTTGGACTGGGGAAGGTCCTCATAGACATCCra 
CGCGGCGGTAGCCGlO^aUVCCTC^ 

AlaGlyValAlaGlyAlaLeuValAlaPheLysI leMetSerGlyGluValProSerThr 
3421 GCGCGGGCGTGGCGGGAGCTCTTGTGGCATTCAAGATCATO 

CGCGCCCGCACCGCCCTCGAGAACACCGTAAGTTCTAG TACTCGCCACTCCAGGGGAGGT 

GluAspLeuValAsnLeuI^uProAlallelieuSexProGlyAlaLeuValValGlyVal 

3481 CGGAGGACCTGGTCAATCTACTGCCCGCCAl^ 

GCCTCCTGGACCAGTTAGATGACGGGCGGTAGGAGAGCGGGC 

ValCysAlaAlalleLexiArgArgHisValGlyProGlyGluGlyAlaValGlnTrpMet 
3541 TGGTCTGTGCAGCAATACTGCGCCGGCACGTTGGCCCGGG 

ACCAGAC^CGTCGTTATGA0GCGGCCX3TGCAACCGGGCCCGCT 

AsnArgLeuIleAlaPheAlaSerArgGlyAsnH^^ 
3601 TGAACCGGCTGATAGCCTTCGCCTCCCGGGGGAACCATC 

ACTTGGCCGACTATCGGAAGCGGAGGGCCCCCTTGGTACAAA 

GluSerAspAlaMaMaArgValThrAlalleLeuSerSerLeuThrValThrG 

3661 OGGAGAGCGATGCAGCIWCOGCGTCACTGCCATACTCAG 
GCCTCTCGCTACGTCGACGGGCGCAGTGACGGTATGM 

LeuArgArgLeuHisGlnTrpIleSerSerGluCysThrThrProCysSert 
3721 TCCTGAGGCGACTGCACCAGTGGATAAGCTOGGAGTGTACCACTCCATGCTOOGGTTCCT 
AGGACTCCGCTGACGTGGTCACCTATTCGAGCCTCACATGGTGAGGTACGAGGCCAAGGA 

LeuArgAspIleTrpAspTrpIleCysGluValLeuSerAflpPheLysThrTrpLeuLys 
3781 GGCTAAGGGACATCTGGGACTGGATATGCGAGGTGTTGAGCGACTTTAAGACCTGGCTAA 
CCGATTCCCTGTAGACCCTGACCTATACGCTCCACAACTCGCTGAAATTCTGGACCGATT 

AlaLysLeuMetProGlnLeuPrc^lylleProPheValSerCysGlnArgGlyTyrLys 
3841 AAGCTAAGCTCATGCCACAGCTGCCTGGGATCCCCTTTGTGTCCTGCCAGOGCGGGTATA 
TTCGATTCGAGTACGGTGTCGACGGACCCTAGGGGAAACACAGGACG^ 

FIG. 26-4 
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GlyValTrpArgValAapGlylleMatHi* 
3901 AGGGGGTCTGGCGAGTGGAGGGCATCATGCACACTCGCTGOCACTG^ 
TCCCCCAGACCGCK^CCTGCCG 

GlyHiaValLysAinGlyThrHetArglleVa^^ 
3961 CTGGACMGTCAAAAACGGGACGATGAGGATCGO^ 
GACCTGTACAGTTTTTGCCCTGCT^^ 

SerGlyThrPheProIleAsnAlaTyrThrThrGlyPr^^ 
4021 GGAGTGGGACCTTCCCCATTAATGCCTACACCACGGGCCCCTGTA^ 
<X:TCACCCTGGAAGGGGTAATTAGGGATG^ 

Asnl^rThrPheAlaLeuTrpArgValSer^ 
4081 CGAACTXCMGTTCGCGCTATGGflGGGTGTCTG 
GCTTGATGTGCAAGCGCGATACCTCCCA^ 

GlyAspPheHi^TyrValthrGlyMetT^^ 
4141 TGGGGGACTTOCACTSAOGTGACGGGTMGACTAC^ 
ACCCCCTGAAGGTGATGCACTGCOCATACTGAl^^ 

ProSerProGluPhePhethrGluLcuAapG^ 
4201 TCCCATCGCCCGAATTTTTCACAGAATT^^ 

AGGGTAGCGGGCTTAAAAAGTGTCTTAACCTGCOCCACGOGGATGTATCCAAACGCGGG^ 

CysLysProI^uLeuArgGluGluValSerPhaArgValGlytiauHisGluTyrProyal 

4261 CCTGCAAGCCCTTGCTGCGGGAGGAGGTATCA^ 

GGACGTTCGGGAACGACGCCCTCCTCCATAGTAAGTC 

GlySerGlnLeuProCysGluProGluProAspValAl^ 

4321 TAGGGTGGOUITTACCTTGO^^ 

ATCCCJU30GTTAATGGAACGCTCGGGCTTGG0CTGCACCGGCACM 

AspProSerHisIleThrAlaGluAlaMaGlyArg^ 
4381 CTGATCCCTCCCATATAACAGCAG^ 

GACTXGGGAGGGTAT AT TGTO G TCT^ 

SerValAlaSerSerSerAlaSerGlnl^uSer^ 
4441 CCTCTGTGGCCAGCTCCTOGGCTAGOCAGCTATCOGCTCCATC1CTCAAG 
GGAGACACX^GGTCGAGGAGCCGATCGGTCGATAGGCXjAGGTAC*^ 

AlaAsnHiaAspSerProAspAlaGluLeuIleGluJ^ 
4 501 CCGCTAACCATGACTCCCCTGATGCTGAGCTCATAGAGGC 

GGCGATTGGTACTGAGGGGACTACGACTCGAGTATCTCOGGTTGGAGGATACCTCOGTC 

MetGlyGlyAsnlleThrArgValGluSerGluAsnLysValVallleLeuAspSerPhe 
4561 AGATGGGCGGCAACATCACC^GGGTTGAGTCAGAAAACJ^ 
TCTACCCGCCGTTGTAGTGGTCCCAACTCAGTCTTTTC 

AspProI^uValAlaGluGluABpGluArgGluIleSerValProAlaGluIleLeuArg 
4621 TCGATCCGCTTGTGGCGGAGGAGGACGAGCGGGAGATCTCCGT^ 
AGCTAGGO*AA<>CCGCCTCCTCCTGCT^ 

LyaSerArgArgPheAlaGlnAlal^uProValTrpAla^ 
4681 GGAAGTCTCGGAGATTCGCCCAGGCCCTGCCOT 

CCTTCAGAGCCTCTAAGGGGGTCCGGGACGGGCAAAGCOGOGGC^ 

LeuValGluThrTrpLysLysProAspTyrGlu^^ 
4741 GGCTAGTGGAGAOGTGGAAAAAGCCOGACTACGAACCACCTGlt^TCCATGGCTC 
GCGATCACCTCTGCACCTTTTTCX5GGCTGATGCTTC 

ProProPrc&ysSerProProValProProPrcArgLys^^ 
4801 TTCXACCTCOUUWSTCCCCTCCTGTGCC^ 

AAGGTGGAGGTTTCAGGGGAGGACAOGGAGGCGGAGCCTTCTTOGCCTGC 

GluSerThrLeuSerThrAlal/euM 

FIG. 26-5 
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4861 CTGAATCAACCCTATCTACTGCCTTG^ 

GACTTAGTTGGGATAGATCAOGGAACGGGCTCGAGCGGIGGTCTTC^ 

ThrSexGlylleThxGlyAspAsnThrThrThrSerSerGluProAlaProSe^ 

4921 caacttccggcattaogggogacmtacgacaacAtcctctgagocogccccttctggct 
gttgaaggccgtaatgcccgctgttatgctgttgtag 

ProPrxsAspSerAspAlaGluSerTyrSerSeiHe^^ 
4981 GCCCCCCCGACTCCGAOGCTGAGTCCTATTCCTCCATGCCCCCC^ 

CGGGGGGGCTGAGGCTGC6ACTCAGGAIAAGGAGGTACGGGGGGGACCTCCCCCT0G6AC 

AspProAspLeuSerAspGlySerTrpSexThWalSerSexCluAlaAsziAlaGluAsp 
5041 GGGATCOGGATCTTAGOGAOGGGTCATGGTCAACGGTCAGTAGTGAGGCCAAOGCGGAGG 
CCCTAGGCCTAGAATCGCTGCCCAGTACCAGTTGCCAGTCATC^ 

ValValCysCysSexMetSerTyzSerTrpThxGlyAlaLeuValThrProCysAlaAla 
5101 ATGTC^TGTGCTGCTCAATGTCTTACTCTTGGACAGGCGCACTCGTCACCCCGTGCGCra 
XACAGCACACGACGAGTTACAGAATGAGAACCTGTCCGCGTGAGCAGTGGGGCAC^ 

GluGluGlnLysLeuProIleAsnAlal^uSerAsnScrLeuLeuArgHisHisAsnLeu 
5161 CGGAAGAACAGAAACTGCCCATCAATGCACTAAGCAACTCGTTGCTACGTCACCACAATT 
GCCTTCTTGTCTTTGACGGGIMTTACGTGATTC^ 

ValTyrSerThrThrSerArgSerAlaCy^lnArgGlnLy«LyaValThrPheABpArg 
5221 7GGTGTATTCCACCACCTCA0GCAGTGCTTGCCAAAGGCAGAAGAAAGTCACATTTGACA 
ACCACATAAGGTGGTGGAGTGCGTCACGAACGGTTTCCGTCTTCTTTCAGTC 

LeuGlnValIieuAspSerHi8TyTGlnAspVaaLeuLysGluValLyflAlaAlaAlaSer 
5281 GACTGCAAGTTCTGGACAGCCATTACCAGGACGTAC 
CTGACGTTCAAGACCTGTCGGTAATGGTCCTGCAO^ 

LysValLysAlaAsnLeu 

5341 CAAAAGTGAAGGCTAACTTG 
GTTTTCACTTCCGATTGAAC 



FIG. 26-6 
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FIG. 27 Translation of DNA 12f 

IlePheLysIleJ^rgMetTyrValGlyGlyValGluHiaArgLeuGluAlaAlaCysAsn 
1 CCATATTTAAAATCAGGATGTACGTGGGAGGGGTCG^^ 
GGTATAAATTTTAGTCCTACATGCACCCTCCCCAGCTTGTC 

TrpThrArgGlyGluArgCysAspLeuGluAspArgAspArgSerGluLeuSerProLeu 
6 1 ACTGGACGCXjGGGCGAACGTTGCGATCTGGAAGACAGGGACAGGTCOGAGCTCA^ 
TGACCTGCGCCCCGCTTGCAACGCTAGACCTTCTGTCCCTGTCCAGGCTCGAGTOGGG 

I^uLeuThrThrThrGlnTrpGlnValLeuProCysSerPheThrThrLeuProAlateu 
121 TACTGCTGACCACTACACAGTGGCAGGTCCTCCCGTGTTCCTTCACAACCCTACCA 
ATGACGACTGGTGATGTGTCACCGTCCAGGAGGGCACAAGGAAGTGTTG 

SerThrGlyLeuIleHisLeuHisGlnAsnlleValAspValGlnTyrLeuTyrGlyVal 
181 TGTCCACCGGCCTCATCCACCTCCACCAGAACATTGTGGACGTGCAGTACTTGTACGGGG 
ACAGGTGGCCGGAGTAGGTGGAGGTGGTCTTGTAACACCTGCACGTCATGAACATGCCCC 



GlySerSerlleAlaSerTrpAlalleLysTrpGluTyrValValLeuLeuPheLeuLeu 
24 1 TGGGGTCAAGCATCGCGTCCTGGGCCATTAAGTGGGAGTACGTCGTTCTCCTGTTCCTTC 
ACCCCAGTTCGTAGCGCAGGACCCGGTAATTCACCCTCATGCAGCAAGAGGACAAGGAAG 



LeuAlaAspAlaArgValCysSerCysLeuTrpMetMetLeuLeuIleSerGlnAlaGlu 
301 TGCTTGCAGACGCGCGCGTCTGCTCCTGCTTGTGGATGATGCTACTCATATCCCAAGCGG 
ACGAACGTCTGCGCGCGCAGACGAGGACGAACACCTACTACGATGAGTATAGGGTTCGCC 

Overlap with 14i 

AlaAlaLeuGluAsnLeuVallleLeuAsnAlaAlaSerLeuAlaGlyThrHisGlyLeu 
361 AGGCGGCTTTGGAGAACCTCGTAATACTTAATGCAGCATCCCTGGCCGGGACGCACGGTC 
TCCGCCGAAACCTCTTGGAGCATTATGAATTACGTCGTAGGGACCGGCCCTGCGTGCCAG 



Val 

421 TTGTATC 
AACATAG 
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FIG. 28 Translation of DNA 35f 

Overlap with 39c 

LeuLysGluValLysAlaAlaAlaSerLysValLysAlaAsnLeuLeiiSerValGluGlu 

1 TGCTCAAGGAGGTTAAAGCAGCGGCG 

ACGAGTTCCTCC^TTTCGTCGCCGCAG TTTTCACTTCCGATTGAACGATAGGCATCTCC 

AlaCysSerLeuThrProProHisSerAlaLysSerLysPheGlyTyrGlyAlaLysAsp 

6 1 AAGCTTGCAGCCTGACGC<X(XIACACTCAGCCAAATCCAA^ 
TTCGAACG TCGG AC TGCGGGGGTGTGAGTCGGTTTAGGTTC 

ValArgCysHisAlaArgLysAlaValThrHisIleAsnSerValTrpLysAspLeuLeu 

121 ACGTCCGTTGCCATGCCAGAAAGGCCGTAACCCACATCAACTCCGTC 

TGCAGGCAACGGTACGGTCTTTCCGGCATTGGGTGTAGTTGAGGCACACCTTTC 

GluAspAsnValThrProIleAspThrThrlleMetAlaLysAsnGluValPheCysVal 
181 TGGAAGACAATGTAACACCAATAGACACTACCATCATGGCTAAGAACGA 

ACCTTCTGTTACATTGTGGTTATCTGTGATGGTAGTACCGATTCTTGCTCCAAAAGACGC 

GlnProGluLysGlyGlyArgLysProAlaArglieuIleValPheProAspLeuGlyVal 
24 1 TTCAGCCTGAGAAGGGGGGTCGTAAGCCAGCTCGTCTCATCGTGTTCCCCGATCTGGGCG 
AAGTCGGACTCTTCCCCCCAGCATTCGGTCGAGCAGAGTAGCACAAGGGGCTAGACCCGC 

ArgValCysGluLysMetAlaLeuTyrAspValValThrLysLeuProLeuAlaValMet 
301 TGCGCG TGTGCGAAAAG ATGGC TTTGTACG ACGTGGTTACAAAGCTCCCCTTGGCCGTGA 
ACGCGCACACGCTTTTCTACCGAAACATGCTGCACC^ATGTTTCGAGGGGAACCGGCACT 

GlySerSerTyrGlyPheGlnTyrSerProGlyGlnArgValGluPheLeuValGlnAla 
361 TGGGAAGCTCCTACGGATTCCAATACTCACCAGGACAGCGGGTTGAATTCCTCGTGCAAG 
ACCCTTCGAGGATGCCTAAGGTTATGAGTGGTCCTGTCGCCCAACTTAAGGAGCACGTTC 

TrpLysSerLysLysThrProMetGlyPheSerTyrAspThrArgCysPheAspSerThr 
<t 2 1 CGTGGAAGTCCAAGAAAACCCCAATGGGGTTCTCGTATGATACCCGCTGCTTTGACTCCA 
GCACCTTCAGGTTCTTTTGGGGTTACCCCAAGAGCATACTATGGGCGACGAAACTGAGGT 

ValThrGluSerAspIleArgThrGluGluAla 
4 81 CAG TCACTG AG AGCG ACATCCG TACGG AGG AGGCA 
GTCAGTGACTCTCGCTGTAGGCATGCCTCCTCCGT 
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FIG. 29 Translation of DKA 19g 



GluPheLeuValGlnAlaTrpLysSerLysLysThrPrcMetGlyPheSexTyrAspThr 
1 GAATTCCTCGTGCAAGCGTGGAAGTCCAAGAAAACCCCAAT 

CTTAAGGAGCACGTTCGCACCTTCAGGTTCTTTTGGGGTTACCC^ 

Overlap with 35 f 

ArgCysPheAspSerThrValThrGluSerAspIleArgThrGluGluAlalleTyrGln 
6 1 CGCTGCTTTGACTCCACAGTCACTGAGAGCGACATCCGTACGGAGGAGGCAATCTACCAA 
GCGACGAAACTGAGGTGTCAGTGACTCTCGCTCTAGGCATGCCTCCTCCGTTAGATGGTT 

CysCysAspLeuAspProGlnAlaArgValAlalleLysSerLeuThrGluArgLeuTyr 
121 TGTTGTGACCTCGACCCCCAAGCCCGCGTGGCCATCAAGTCCCTCACCGAGAGGCTTTAT 
ACAACACTGGAGCTGGGGGTTCGGGCGCACCGGTAGTTCAGGGAGTGGCTCTCCGAAATA 

ValGlyGlyProLeuThrAsnSerArgGlyGluAsnCysGlyTyrArgArgCysArgAla 
181 GTTGGGGGCCCTCTTACCAATTCAAGGGGGGAGAACTGCGGCTATCGCAGGTGCCGCGCG 
CAACCCCCGGGAGAATGGTTAAGTTCCCCCCTCTTGACGCCGATAGCGTCCACGGCGCGC 

SerGlyValLeuThrThrSerCysGlyAsnThrLeuThrCysTyrlleLysAlaArgAla 
241 AGCGGCGTACTGACAACTAGCTGTGGTAACACCCTCACTTGCTACATCAAGGCCCGGGCA 
TCGCCGCATGACTGTTGATCGACACCATTGTGGGAGTGAACGATGTAGTTCCGGGCCCGT 

* , AlaC y sAr 9AlaAlaGlyLeuGlnAspCysThrMetLeuValCysGlyAspAspLeuVal 
301 GCCTGTCGAGCCGCAGGGCTCCAGGACTGCACCATGCTCGTGTGTGGCGACGACTTAGTC 
CGGACAGCTCGGCGTCCCGAGGTCCTGACGTGGTACGAGCACACACCGCTGCTGAATCAG 

VallleCysGluSerAlaGlyValGlnGluAspAlaAla 
361 G TT ATCTGTGAAAGCGCGGGGG TCCAGG AGG ACGCGGCG AG 
CAATAGACACTTTCGCGCCCCCAGGTCCTCCTGCGCCGCTC 
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CCCCCCC 



61 c^TTG^TGGGAGTGA^^ 



181 GTCCTCCTCCGCCGCTCGGACTCTCGG AAG TGCCTCCG ATACTGG TCCATGAGGCGGGGG 

^a^cc^§g^tStg^ 

ThrProiAuAlaAraAlaAlaTrpGluThrAlaArgHisThrProValAsnSerTrpLeu 
361 A^CC^CTCGCGAGAGCTGCGT^ 

GlyAsn Ilel leMetPheAlaProThrLeuTrpAla 
421 GGCAACATAATCATGTTTGCCCCCACACTG TGGGCG 
CCGTTGTATTAGTACAAACGGGGGTGTGACACCCGC 

FIG. 31 Translation of DNA 15e 
GCCGCGACCTTTCTCCCAGATGATGGAGTGGGCACTGGGATGTTGGGGGGAG^ 



Overlap with 26g ~ " 

AlaTrpGluThrAlaArgHisThrProValAsnSerTrpLeuGlyAsnllelleMetPhe 

61 TGCGTCGGAGACAGCAAGACACACTCCAGTCAATTCCTC^CTAGGCA^TAATCATCTT 
ACGCACCCTCTGTCGTTCTGTGTGAGGTCAGTTAAGGACCGATCCGTTGTATTAGTACAA 



AlaProThrLeuTrpAlaArgMetlleLeuMetThrH isPhePheSerValLeuI leAla 
121 TGCCCCCACACTGTGGGCGAGGATGATACTGATGACCCATTTCTTTAGCGTCCTTATAGC 
ACGGGGGTGTGACACCCGCTCCTACTATGACTACTGGGTAAAGAAATCGCAGGAATATCG 

ArqAspGlnLeuGluGlnAlaLeuAspCysGluIleTyrGlyAlaCysTyrSerlleGlu 
1 8 1 CAGGGACCAGCTTGAACAGGCCCTCGATTGCGAGATCTACGGGGCCTGCTACTCCATAGA 
GTCCCTGGTCGAACTTGTCCGGGAGCTAACGCTCTAGATGCCCCGGACGATGAGGTATCT 

ProLeuAspLeuProProIle I leGlnArgLeu 
24 1 ACCACTTGATCTACCTCCAATCATTCAAAGACTC 
TGGTGAACTAGATGGAGGTTAGTAAGTTTCTGAG 



145 



EP 0 318 216 B1 



FIG. 32" I COMBINED ORF OF DNAs 12f through 15e 
IlePheLysneArgMetTyrValGlyGlyValGlu^ 

1 CCATATTTAAMITCAGGATGTACGTG<X»A^ 




61 ^^^^^^^^^^^^ 

iAUI^uThrThrThrGlnTrpGlnVall^uProCys 
121 TACTGCTGACCACTACACAGTGGCAGGTCCTCCCGTGTTC 

SerthrGlyLeuIleHisI^uHis^ 
l ft 1 TGTCCACCGGCCTCATCCACCTCCACCAGAACATTGTGGACGTGCACT 

241 




301 



361 A 



LeuAlaAspAlaArgValCysSerCysLeuTrpMetMetl^uLeuIleSe 

TGCTTGCAGACGCGCGCGTCTGCTCCTGCTTGTGGATGATGCTACT 
ACGAACGTCTGCGCGCGCAGACGAGGACGAACACCTACTACGATGAGTATAGGGTTCGCC 

AlaAlaLeuGluAsnLeuVallleLeuAsnAlaAlaSerLeuAlaGlyThrHi^^u 
AGGCGG CTTTGGAG AACCTCG T AAT ACTT AATGCAGCATCCCTGGCCGGGACGCACGGTC 
TCCGCCGAAACCTCTTGGAGCATTATGAATTATOTOTTAGGGACCGGCCCTGOGTGCCAG 

ValSerPheLeuValPhePheCysPheAlaTrpTyrLeuLysGlyLysTrpV^ProGly 

TTGTATCCTTCCTCGTGTTCTTCTGCTTTGCATGGTATTTC 

AACATAGGAAGGAGCACAAGAAGACGAAACGTACCATAAACTTCCCATTCACCCACGGGC 

AlaValTyrThrPheTyrGlyMetTrpProLeuLeuLeuI^uLeiU^uMaLeuProGln 
481 GAGCGGTCTACACCTTCTACGGGATGTGGCCTCTCCTCCTGCTCCTGTTGGC^ 

CTCGCCAGATGTGGAAGATGCCCTACACCGGAGAGGAGGACGAGGACAACOGCAACGGGG 

ArgAlaTyrAlaLexiAspThrGluValAlaAlaSerCysGlyGlyValValLeuValGly 
54 1 AGCGGGCGTACGCGCTGGACACGGAGGTGGCCGCGTCGTGTGGCGGTGTTGTTCTCGTCG 
TCGCCCGCATGCGCGACCTGTGCCTCCACCGGCGCAGCACACCGCCACAACAAGAGCAGC 

I^uMetAlaLeuThrl^uSerPrtflYr^ 
601 GGTTGATGGCGCTGACTCTGTCACCATATTACAAGCGCTATATCAGCTGGTGCTTGTGGT 
CCAACTACCGCG AC TG AG AGAG TGG TATAATGTTCGCG ATATAGTCGACCACGAACACCA 

LeuGlnTyrPheLeuThrArgValGluAlaGlnLeuHisValTrpIleProProLeuAsn 
661 GGCTTCAGTATTTTCTGACC^AGTGGAAGCGCAACTGCACGTGTGGATTCCCCCCCTCA 
CCGAAGTCATAAAAGACTGGTCTCACCTTCGCGTTC 

ValArgGlyGlyArgAspAlaVallleLeuLeuMetCysAlaValHisProThrl^uVal 
721 ACGTCCGAGGGGGGCGCGACGCCGTCATCTTACTCATGTGTGCTGTACACCOGACTCTGG 
TGCAGGCTCCCCCCGCGCTGCGGCAGTAGAATGAGTACACACGACATGTGGGCTGAGACC 

PheAspIleThrLysLeuLeuLeuAlaValPheGlyProLeuTrpIleLetiGlnAlaSer 

TATTTGACATCACCAAATTGCTGCTGGCCGTCTTCGG^ 
ATAAACTGTAGTGGTTTAACGACGACCGGC^AAGCCTGGGGAAACCTA 

LeuLeuLysValProTyrPheValArgValGlnGlyLeuLeiiArgPheCysAlaLeuAla 
GTTTGCTTAAAGTACCCTACTTTGTGCGCGTCCAAGGCCTTCTCCGGTTCTGOGOGTTAG 
CAAACGAATTTCATGGGATGAAACACX5CGCAGGTTCCGGAAGAGGCCA 

ArgLysMetlleGlyGlyHisTyrValGlnMetValllelleLysLeuGlyAlal^uThr 
CGCGGAAGATGATCGGAGGCCATTACGTGCAAATGGTCATCATTAAGTTAGGGGOGCTTA 
GCGCCTTCTACTAGCCTCCGGTAATGCACGTTTACCAGTAGTAATTCAATCCCCGCGAAT 



781 



841 



901 
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GlvThrTyrValTyrAsnHisLeuThrP 
96 1 CTGGCACCTATGTTTATAAOCATCTCACTCCTCTTCGGGACTGGGCGCACAAOGGCTTGC 
GACCGTGGATACAAATATTGGTAGAGTGAGGAGAAGCCCTCACCOGCGTGTO 

AspLeuAlaValMaValGluProValValPheScrGlnMetGluThrLysLeuIleTte 
1021 GAGATCTGGCOGTGGCTGTAGAGCCAGTCG TCTTCTCCCAAATGGAGACCAAGCTCATCA 
CTCTAGACOGGCACCGACATCTCGGTCAGCAGAAGAGGGTTTACCTCT^ 

TrpGlyAlaAspThrAlaAlaCysGlyAspIlelleAsnGlyLcuProValSerAlaArg 
1081 OTTGGGGGGCAGATACCGCCGCGTGCGGTCACATCATCAA(^^ 

GCACCCCCCGTCTATGGCGGOGCACGCCACTGTAGTAGTTGCOGAAOQGACAAAGGCQGG 

Ai^lyArgGluIleLeuLeuGlyProAlaAspGl^ 
1141 GCAGGGGCCGGGAGATACTGCTOGGGCCAGCCGATC3GAATGGTCTCCAAGGGGTGGAG6T 
CGTCCCCGGCCCTCTATGACGAGCCCGGTCGGCTACCTTACCAGAGGTTCCCCAOCTCCA 

LeuAlaProIleThrAlaTyrAlaGlnGlnThrAr^GlyLeuI^iiGlyCysIlelleThr 
1201 TGCTGGCGCCCATCACGGOGTACGCCCAGCAGACAAGGGGCCTCCTAGGGTGCATAATCA 
ACGACCGCGGGTAGTGCCGCATGCGGGTCGTCTGTTCCCOGGAGGATCCCAOGTATTAGT 

SerLeuThrGlyArgAspLysAsnGlnValGluGlyGluValGlnlleValSerThrAla 
1261 CCAGCCTAACTGGCCX3GGACAAAAACCAAGTGGAGGGTGAGGTCCAGATTGTGTCAACTG 
GGTCGGATTGACCGGCCCTGTTTTTGGTTCACCTCCCACTC 

AlaGlnThrPheLeuAlaThrCysIleAsnGlyValCysTrpThrValTyrHisGlyAla 

1321 CTGCCCAAACCTTCCTGGCAACGTGCATCAATGGGGTGTGCTGGACTGTCTACCACGGGG 
GACGGGTTTGGAAGGACCGTTGCACGTAGTTACCCCACACGACCTGACAGATGGTGCCCC 

GlyThrArgThrlleAlaSerProLysGlyProVallleGlnMetTyrThrAsnValAsp 
1381 CCGGAACGAGGACCATCGCGTCACCCAAGGGTCCTGTCATCCAGATGTATACCAATGTAG 
GGCCTTGCTCCTGG TAGCGCAG TGGGTTCCCAGGACAG T AGGTCT ACATATGGTT ACATC 

GlnAspLeuValGlyTrpProAlaProGlnGlySerArgSerl>uThrPro^sThrCys 
1441 ACCAAGACCTTGTGGGCTGGCCCGCTCCGCAAGGTAGCCGCTCATTGACACCCTGCACTT 
TGGTTCTGGAACACCCGACCGGGCGAGGCGTTCCATCGGCGAGTAACTGTGGGAOGTGAA 

GlySerSerAspLeuTyrLeuValThrArgHisAlaAspVallleProValArgArgArg 
1501 GCGGCTCCTCGGACCTTTACCTGGTCACGAGGCACGCCGATGTCATTCCCGTGCGCCGGC 
CGCCGAGGAGCCTGGAAATGGACCAGTGCTCCGTGCGGCTACAGTAAGGGCACGCGGCCG 

GlyAspSerArgGlySerLeuLeuSerProArgProIleSerTyrLeuLysGlySerSer 
1561 GGGGTG ATAGCAGGGGCAGCCTGCTGTCGCCCCGGCCC ATTTCCTACTTGAAAGGCTCCT 
CCCCACTATCGTCCCCGTCGGACGACAGCGGGGCCGGGTAAAGGATGAACTTTCCGAGGA 

GlyGlyProLeuIeuCysPrQAlaGlyHisAlaValGlyllePheArgAlaAlaValCys 
1621 CGGGGGGTCCGCTGTTGTGCCCCGCGGGGCACGCCGTGGGCATATTTAGGGCCGCGGTGT 
GCCCCCCAGGOGACAACACGGGGCGCCCCGTGCGGCACCCGTATAAATCCCGGCGCCACA 

Thr ArgGlyValAlaLysAlaValAspPKel leProValGluAsnLeuGluThrThrMet 
1681 GCACCCGTGG AGTGGCTAAGGCGGTGGACTTTATCCCTGTGGAGAACCTAGAGACAACCA 
CGTGGGCACCTCACCGATTC(^CCACCTGAAATAGGGACACCTCTTGGATC 

ArgSerProValPheThrAspAsnSexSerProProValValProGlnSerPheGlnVal 
174 1 TGAGGTCCCCGGTGTTCACGGATAACTCCTCTCCACCAGTAGTGCCCCAGAGCTTCCAGG 
ACTCCAGGGGCCACAAGTGCCTATTGAGGAGAGGTGGTCATCACGGGG 

AlaHisLeuHisAlaProThrGlySerGlyLysSerThrLysValProAlaAlaTyrAla 
1801 TGGCTCACCTCCATGCTCCCACAGGCAGCGGCAAAAGCACCAAGGTCCCGGCTGCATATG 
ACCGAGTGGAGGTACGAGGGTGTCCGTCGCCGTTTTCE 

AlaGlnGlyTyrLysValLeuValLeuAsnProSerValAlaAlaThrLeuGlyPheGly 

1861 CAGCTCAGGGCTATAAGGTGCTAGTACTCAArc^ 

GTCGAGTCCCGATATTCCACGATCATGAGTTGGGGAGACAACGACGTTGTGACCCGAAAC 

AlaTyrMetSerLysAlaHisGlylleAspProAsnlleArgThrGlyValArgThrlle 

FIG. 32-2 
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1921 GTGCTTA<^TGTO>JW3GCTCATGGGATCGATC^ 

CACGAATGTACAGGTTCOGAGTACCCTAGCTAQGATTC 

ThrTfcxGlySerProIleThrTyrSexThrT^ 
1981 TTACCACTGGCAGCCCCATCACGTACTCCACCTAGGGCAA^ 
AATGGTGACCGTCGGGGTAGTCCATGAGGTGGATGC^ 

SerGlyGlyMaTTrAspIlellelleCysAspGluCysHisSerThrAspAlaThrSer 
204 1 GCTOGGGGGGCGCTTATGACATAATAATTTGTGAOGAGTX^^ 

CGAGCCCCCCGGGAATACTGTATTATTAAACACTGCTCACGGTGAGGTC 

IleLeuGlylleGlyThrVallieuAspGlnMaGluThrAlaGlyAlaArgLeuValVal 
2101 CCATCTTGGGCATCGGCACTGTCCTTGACCAACCAGA^ 
GGTAGAACCCBTXGCXETGACI^ 

LeuAlaThrAlaThrProProGlySer^^ 
2161 TGCTCGCCACCGCCACCCCTCCGGGCTCCGT^ 

AOGAGCGGTGGCGGTGGGGAGGCCOGASGCAGTGACA^ 

Alal^uSerThrThrGlyGluIleProPheTyrGly 
2221 TTGCTCTGTCCACCACCGGAGAGATCCCTTTTTAO^ 

AACX3AGACAGGTGGTCGCCTCTCTAGGGAAAAATGCQ3TTC 

LysGlyGlyArgHisLeuIlePheCysHisSerLysLysLysCysAspGluI«euAlaAla 
2281 TCAAGGGGGGGAGACATCTCATCTTCTGTCATTCAAA^ 

AGTTCCCCCCCTCTGTAGAG TAGAAGACAG TAAGTTTCTTCTTCACGCTGCTTG AGCGGC 

LysLeuValAlaLeuGlylleAsnAlaValAlaTyrTyrArgGlyLeuAspValSerVal 
234 1 CAAAGCTGGTCGCATTGGGCATCAATGCCGTGGCCTA^ 

GTTTCGACCAGCGTAACCCGTAGTTACGGCACCGGATGATGGOT 

IleProThrSerGlyAspValValValValAlaThrAspW 
2401 TCATCCCGACCAGCGGCGATGTTGTCGTOGTGGCAACCGATGCCCTCATGACOGGCTAT^ 
AGTAGGGCTGGTCGCCGCTACAACAGCAGCACCGTTGGCTACGGGM 

GlyAspPheAspSerVallleAspCysAsnThrCysValThxGlnThxValAfipPheSer 
2461 CCGGOGACTTOGACTCGGTGATAGACTGCAATACGTCTGTCACCCAGACAGTOGATTTCA 
GGCCGCTG AAGCTC AGCCACTATCTGAOG TTATGCACACAGTGGGTCTGTCAGCTAAAGT 

I^uAspProThrPheThrlleGluThrlleThrLeuProGlnAspAlaValSexArgThr 
2521 GCCTTGACCCTACCTTCACCATTGAGACAATCAOGCTCCCCCAGGATGCTGTCTCCOGCA 
CGGAACTGGGATGGAAGTGGTAACTCTGTTAGTGOGAGGGGGTCCTACGACAGAGGGOGT 

GlnArgArgGlyArgThrGlyAr^lyLysProGlylleTyrArgPheValAlaProGly 
2581 CTCAACGTCGGGGCAGGACTGGC^GGGGGAAGCCAGGCATCT 
GAGTTGCAGCCCCGTCCTGACXXmXXXX^ 

GluArgProSerGlyMetPheAspSerSerValLeuCysGluCysTyrAspAlaGlyCys 
264 1 GGGAGCGCCCCTCCGGCATGTTOGACTCGTCCGTCCTCTGTGAGTGCTATGACGCAGGCT 
CCCTCGOGGGGAGGCCGTACAAGCTGAGCAGGCAGGAGACACTCACGATACTGCGTCOGA 

MaTrpTyrGluLeuThrProAlaGluThrThrValArgLeuArgAlaTyxMetAsDThr 
2701 GTCCTTGGTATGAGCTCAOGCCOGCCGAGACTACAGTTAGGCTACGAGOGTACATGAACA 
CACGAACCATACTCGAGTGOXK5CGGCTCTGATG 

ProGlyLeuProValCysGlnAspHisLeuGluPheTrpGluGlyValPheThrGlyLeu 
2761 CCCCGGGGCTTCCCGTGTGCCAGGACCATCTTGAATTTTGGGAGGGCGTCTTTACAGGCC 
GGGGCCCCGAAGGGCACAOGGTCCTGGTAGAACTTAAAACCCTCCCGCAGAAATGTCCGG 

ThrHisIleAspAlaHtsPhelieuSerGlnThrLysGlnSerGlyGluAsnLeuProTyr 
2821 TCACTCATATAGATGCCCACTTTCTATCCCAGACAAAGCA^ 

AGTGAGTATATCTAOGGGTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCTTGGAAOGM 

LeuValAlaTyrGlnMaThrValCyaAlaArgM^ 
2881 ACCTGGTAGCGTACCAAGCCACCGTGTGCGCTAGGGCTCAAGCCCCTCCCOCATOGTCGG 
TOGACCATCGCATGGTTCGGTGGCACACGCGATCCCGAGTTCGGGGAGGGGG^ 

FIG. 32-3 
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GlnMetTrpLysCysLeuIleArgLeuL^ 

294 1 ACO^TGTCGAAGTGTTTGATTCGCCTC^ 

TGGTCTACACCTTCACAAACTAAGOGGAGTTOGGGTGGGAGGTACCCGGTTC 



3001 TATACAGACTGGGCGCTGTTCAGAATGAAATCACCCIX^ 
ATATGTCTGACCCGC^CAAGTCTTACTTTM 

MetThrCysMetSerAlaAspLeuGluValValT^^ 

306 1 TCATGACATGCATCTOGGCCGACCT^^ 

AGTACTGTACGTACAGCCGGCTGGACCTCCAGCM 

ValLeuMaAlaLeuAlaAlaTyrCysLeuS^^ 
3121 GCGTCCTGGCTGCTTTQGCOGCGTATTGCCTGTCAACAGGCTGOGTGGTCA 
CGCAGGACCGACGAAACXGGOGCATAACGGACAGTTGTCCGACGCACX 

ValValLeuSerGlyLysProAlallellePrc^ 
3181 GGGTCGTCTTGTC<XGGAAGC05GCAATCATACC^ 

CCCAGCAGAACAGGCCCTTCGGCCGTTAGTATGGACTGTCCCTTCA 

AspGluMetGluGluCysSerGlnHisLeuProTy^^ 
3241 TCGATGAGATGGAAGAGTGCTCTCAGCACTTACCGTACATCGAGCAAGGGATGATGCTCG 
AGCTACTCTACCTTCTCACGAGAGTOGTGAATGGCATGTAGCTOGTTCCCTACTACG 

GluGlnPhel,ysGlnLysAlaLeuGlyLeuLeuGlnThrAlaSerArgGlnAlaGluVal 
3301 COTAGCAGTTCAAGCAGAAGGCCCTCGGCCTCCTGCAGACCGCGTCCCGTCAGGCAGAGG 
GGCTCGTCAAGTTCGTCTTCCGGGAGCCGGAGGACGTC^ 

IleAlaProAlaValGlnThrAsnTrpGlnLysI^uGluThrPheTrpAlaa.ysHisMet 
3361 TTATCGCCCCTGCTGTCCAGACCAACTGGCAAAAACTCGAGACCTTCTGGGCGAAGCATA 
AATAGCGGGGACGACAGGTCTGGTTGACCGTTTTTGAGCTCTGGAAGACCCGCTTOGTAT 

TrpAsnPhelleSerGlylleGlnTyrLeuMaGlyl^xiSerThrl^uProGlyAsnPro 
3421 TG TGG AACTTCATCAGTGGGATACAATACTTGGCGGGC TTGTCAACGCTGCCTGGTAACC 
ACACCTTGAAGTAGTCACCCTATGTTATGAACCGOCCGAACAGTTGCGACGGACCATTGG 

AlalleAlaSerLeuMetAlaPheThrAlaAlaValThrSerProLeuThrThrSerGln 

3481 CCGCCATTGCTTCATTGATGGCTTTTACAGCTGCTGTCACCAGCCCACTAACCACTAGCC 
GGCGGTAACGAAGTAACTACCGAAAATGTCGACGACAGTGGTCGGGTGATTGGTGATCGG 

Thrl^uLeuPheAsnlleLeuGlyGlyTrpValAlaAlaGlnljeuAlaAlaProGlyAla 

3541 AAACCCTCCTCrrCAAC^TATTGGGGGGGTGGGTGGCTGCCCA^ 

TTTGGGAGGAGAAGTTGTATAACCCCCCCACCCACCGACGGGTCGAGOGGCGGGGGCCAC 

AlaThrAlaPheValGlyAlaGlyLeuAlaGlyAlaAlalleGlySerValGlyl^uGly 

3601 CCGCTACTGCCTTTGTGGGCGCTGGCTTAGCTGGCGCC^ 

GGCGATGACGGAAACACCCGCGACCGAATCGACCGC^CGGTAGCCGTCACAACCTGACC 

LysValLeuIleAspIleLeuAlaGlyTyrGlyAlaGlyValAlaGlyAlaLeuValAla 
3661 GGAAGGTCCTCATAGACATCCTTGCAGGGTATGGCGCGGGCGTGGCGGGAGCTC 

CCTTCCAGGAGTATCTGTAGGAACGTCCCATACCGCGCCCGCACCGCCCTCGAGAACACC 

PheLysIleMetSerGlyGluValProSerThrGluAspLeuValAsnLeuLeuProAla 
3721 CATTCAAGATCATGAGCGGTGAGGTCCCCTCCACGGAGGACCTGGTCAATCTACTGCCOG 
GTAAGTTCTAGTACTCGCCACTCCAGGGGAGGTGCCTCCTG^ 

IleLeuSerProGlyAlaLeuValValGlyValValCysAlaAlalleLeuArgArgHis 

3781 CCATCCTCTCGCCCGGAGCCCTCGTAGTCGGCGTGGTCTGTGCAGCAATACTGCGCCGGC 
GGTAGGAGAGCGGGCCTCGGGAGCATCAGCCGCACCAGACACGTCGTTATGACGOGGCCG 

ValGlyProGlyGluGlyAlaValGlnTr^letAsnArgLeuIleAlaPheAlaSerArg 
3841 ACGTTGGCCCGGGCGAGGGGGCAGTGCAGTGGATGAACCGGCIX^TAGCCTTOGCCTCCC 
TGCAACCGGGCCCGCTCCCCCGTt^CGTCACCTACTTGGCCGACTATCGGAAGCGG 

GlyAsnHisValSerProThrHisTyrValProGluSerAspAlaAlaAlaArgValThr 
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3901 GGGGGAAOCATGTTTCCCCCAOGCACTACGTGOCGGAGAGCGATGCAGCTG 
CCCCCTTGGTACAAAGGGGGTGCGlX^TtXy^ 

AlalleLeuSerSerLeuThzValThxGlnLeuLeuArgArgLeuHisGlnTrpIleSer 
3961 CTGCCATACTCAGCAGCCTCACTO^^ 

GACG6TATGAGTCX>TOGGAGTGACATTGGGKX3ASGA^ 

SerGluCysThrThrProCysSerGlySerTr^^ 
4021 GCTCGGAGTGTACCACTCCATCCTCXGGTTCCTGGCT^ 

CGAGCCTCACATGG TGAGGTACGAGGCCAAGGACCGATTCCCTGTAGACCCTGACC^ 

GluValLeuSerAspPheLysThrTrpLeuLysAlaLysLeu^ 
4081 GCGAGGTGTTGAGCGACTTTAAGACCTGG^ 

CGCTCCACAACTCGCTGAAATTCTGGACCGATTTTCGATTCGM 

IleProPheValSer<^sGlnArgGlyTyrLysGlyV^^ 
4141 GGATCCCCTTTGTGTCCTGCCAGOGCGGGTATAAGGGGGTCTGG 

CCTAGGGGAAACACAGGAOGGTOGOGGCCATATTCCCCCAGACOGCTCACCTK 

HisThrArgCysHisCysGlyAlaGluIleThz^lyHisValLysAsnGlyThrMetArg 
4201 TGCACACTCGCTGCCACTGTGGAGCTCA^ 

ACGTGTGAGCGACGGTGACACCTCGACTCTAGTGArc 

IleValGlyProArgThrCysAr^AsnMetTipSej^lyT^ 
4261 GGATCGTCGGTCCTAGGACCTGCAGGAACATGTGGAGTGGGACCTTCCCCATTAATG 

CCTAGCAGCCAGGATCCTGGACGTCCTTGTACACCTCACCCTGGAAGGGGTAATTAOGGA 

ThrThrGlyProC^sThrPraLeuProAlaProAsnT^ 
4321 ACACCACGGGCCCCTCTACCCCCCTTCCTGCGC^^ 

TGTGGTGCCCGGGGACATGGGGGGAAGGACGCGGCTTGATGTGCAAGCGCGATACCTC 

SerAlaGluGluTyrValGluIleArgGlnValGlyAspPheHisTyrValThrGlyMet 
4 381 TGTCTGCAGAGGAATATGTGGAGATAAGGCAGGTGGGGGACTTCCACT 

ACAGACGTCTCCTTATACACCTCTATTCCGTCCACCCCCTGAAGGTGATGCACTGCCCAT 

ThrThrAspAsnLeuLysCysProCysGlnValProSerProGluPhePheThrGluLeu 
4441 TGACTACTCAC^TCTCAAATGCCCGTGCCAGG 

ACTGATGACTGTTAGAGTTTACGGGCACGGTCCAGGGTAGCGGGCTTAAAAAGTGTCTTA 

AspGlyValArgl^uHisArgPheAlaProProCysLysProLeuLeuArgGluGluVal 
4 501 TGGACGGGGTGCGCCTACATAGGTTTGCGCCCCCCTGCAAGCCCTTGCTGCGGG 

ACCTGCCCCACGOGGATGTATCCAAACGCGGGGGGACG TTCGGGAACGACGCCCTCCTCC 

SexPheArgValGlyLeuHisGluTyrProValGlySerGlnLeuProCysGluProGlu 
4561 TATCATTCAGAGTAGGACTCCAOGAATACCCGGTAGGG TCGCAATTACCTTGCG AGCCCX3 
ATAGTAAGTCTCATCCTGAGGTGCTTATCGGCCATCCCAGCGTTAATGGAAOT 

ProAspValAlaValLeuThrSerMetLeuThrAspProSerHisIleThrAlaGluAla 
4621 AACCGGACGTGGCCGTGTTGACGTCCATGCTC^CTGATCCCTCCCATATAACAGCAGAGG 
TTGGCCTGCACCX^CACAACTGCAGGTACGAGTGACTAGGGAGGGTATATTGTCGTCTCC 

AlaGlyArgArgLeuAlaArgGlySerProProSerValAlaSerSerSerAlaSerGln 
4681 CGGCCGGGCGAAGGTTGGCGAGGGGATCACCCCCCTCTGTGGCCAGCTCCTCGGCT 
GCCGGCCCGCTTCCAACCGCTCCCCT^^ 

LeuSerAlaProSerLeuLysAlaThrCysThrAlaAsnHisAspSerProAspAlaGlu 
4741 AGCTATCCGCTCCATCTCTCAAGGCAACTTGCACCGCTAACCATGACTCCCCTC 

TCGATAGGCGAGGTAGAGAGTTCCGTTGAACGTGGCGATTGGTACTGAGGGGACTACGAC 

I^uIleGliiAlaAsnLeuLeuTrpArgGlnGluMetGlyGlyAsnlleThrArgValGlu 
4801 AGCTCATAGAGGCCAACCTCCTATGGAGGCAGGAGATGGGCGGCAACATCACCAGGGTTG 
TCGAGTATCTCCGGTTGGAGGATACCTCCGTCCTCTACCCGCCGTTGTAGTGGTCCCAAC 

SerGluAsnLysValVallleLeuAspSerPheAspProLeuValAlaGluGluAspGlu 
4861 AGTCAGAAAACAAAGTGGTGATTCTGGACTCCTTCGATCCGCTTGTGGCGGAGGAGGAOG 
TCAGTCTTTTGTTTCACCACTAAGACCTGAGGAAGCTAGGCGAACACCGCCTCCTCCTGC 

FIG. 32- 5 
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ArgGluIleSerValProAlaGlulleLeuArgLysSerArgArgPheAlaGlnAlaLeu 
4921 AGCGGGAGATCTCTGTACCCGCAG^ 

TCX^CCTCTAGAGGCATGO^TCTTTA^ 

ProValTrpAlaArgProAspTyrAsnProPro^ 
4981 TGCCCG TTTGGGCGCGGCCX3GACTATAACCCCCCGCT 

ACGGGCAAACCCX^GCCGGCCTGATATTGGGGGGCGATCACCTCT 

TyrGluProProValValHisGlyCysProLeuProProProLysSerProProVal 
5041 ACTACGAACCACCTGTGGTCCATGGCTGTCC<ynTCCACCTCCAAA 
TGATGCTTGGTGGACACCAGGTACCGAO^^ 




GluLeuAlaThrArgSerPheGlySerSerSerThrSertlylleThrt 
5161 COGAGCTOGCCACCAGAAGCTTTGGCAGCTCCTCAACTTC0GGCATTACGGG0GACAATA 
GGCTCGAGCGGTGGTCTTCGAAACCGTCGAGGAGTTGAAGGCCCT 

e ThrThrSerSerGluProAlaPrc^rGlyCYsProProAspSerAspAlaGlu^ 

5221 CG ACAACATCCTCTGAGCCCGCCCCTTC1WCT 

GCTGTTGTAGGAGACTCGGGOGGGGAAGACCGAOGGGGGGGCTGAGGCTGCGAC 

c „ SerSerMetProProLeuGluGlyGluProGlyAspProAspLeuSerAspGlvSerTr d 
5281 ATTCCTCCATGCCCCCCCTCGAGGGGGAGCCTGGGGATCCGGATCTTAGCGACGGGTCAT 
TAAGGAGGTACGGGGGGGACCTCCCCCTCGGACCCCTAGGCCTAGAATCGCTGCCCAGTA 

, in ^^^ T ^ v alSerSerGluMaAsnAlaGluAspValValCysCysSerttetSerTyrSer 
5341 GGTCAACGGTCAGTAGTGAGGCCAACGCGGAGGATGTCGTG 

CCAGTTGCCAGTCATCACTCOGGTTGCGCCTCCTACAGCACACGACGAGTTACAGAATGA 

5401 CTTGGACAGGCGCACTCGTCACCCCGTGCGCCG^ 

GAACCTGTCCGCGTGAGCAGTGGGGCACGCGGCGCCTTCTTC 

^ .^^^^sn^teui^uArgHisHIsAsnl^uValTyrSerThrThrSe^ 
^^ G ^ CTCG1 ^^AOGTCACCACAAT^ 

GTGATTCGTTGAGCAACGATGCAGTGGTGTTAAACCACATAAGGTGGTGGAGTGCGTCAC 

c c ni „ c y^ 1 ^9 G lnLysLysValThrPheAspArgLeuGlnValLeuAspSerHisTvrGln 
5521 CTTTCCAAAGGC^GAAGAAAGTCACATTTCACAGACTC 
GAACGGTTTCCGTCTTCTTT^ 

« 01 *?^ alte ^ys G luValLysAlaJaaJUa 

5581 AGGACGTACTCAAGGAGGTTAAAGCAGCGGCGTCAAAAGTGAAGGCTAACTTCCTATCCG 
TCCTCCATGAGTTCCTCCAATTTOGTCGCCGCAGTTTTCACTTCCG 

col m G^i^aCysSerLeuThrProProHisSerAlaLysSerLysPheGlyTyrGlyAla 
564 1 TAGAGGAAGCTTGCAGCCTGACGCCCCCACACTCAGCCAAATCC^ 
ATCTCCTTCGAACGTCGGACTCCGGGGGTGTGAGTCGGTTTA^ 

*ini ^^y?^ s P Va ^9^ sHi ^ a ^LysAlaValThrHisIleAsnSerValTrpLys^ 
CAf^ACCTCCGTTCCCATGCCAGAAAGGCCGTAACCC^ 
GTTTTCTGCAGGCAACGGTACGGTCTTTCCGGCATTGGGTC 

^^"Ci^spAsnValThrProIleAspThrThrlleMetAlaLysAsnGluValPhe 
5761 ACCTTCIX^AAGACAATGTAACACCAATAGACACTACCATCATGGCTAAGAACGAGGTTT 
TGGAAGACCTTCTGTTACATTGTGGTTATCTGTGATGGTAGTAC 




GlyValArgValCysGluLysMetAlaLeuTyrAspValValThrLysLeuProLeuAla 

FIG. 32-6 
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5881 TGGGCGTC(XCGTGTGCGAAAAGATGGCTTTGTA*^^ 
ACCCGCACGCGC^CACGCTTTTCT^^ 

ValMetGlySerSerTyiKnyPheGlnT^ 

5941 CCGTGATGGGAAGCTOCTACGGATTCCAATACTCAO^ 
GGCACTACCCTTCGAGGATGCCTAAGGTTATGAtn^ 

GlnAlatoLysSexLysLysOforProMetGl^^ 
6001 TCCAAGCGTGGAAGTCCAAGAAAACOX^TGGGGTTCTCGT^ 
ACGTTCGCACCTTCAGGTTCTTTTGGGGTTA(XXX^A 

SerThrValThrGluSerAspIleArgTh^ 
6061 ACTCCACAGTCACTGAGAGCGACATCOGTAOGGAGGAGGCAATCTACCAATCTTGTGAOC 
TGAGGTGTCAGTGACTCTCGCTGTAGGCATGCCTCCTCOT 

AspProGlnAlaArgValMalleLysSexI^uThrGluArgLeuTyiValGlyGlyPro 
6121 TCG ACCCCCAAGCCCGCGOX^CATCAAGTCCCTCACCGAG 

AGCTGGGGG TTCGGGCGCACCGGTAGTTCAGGGAGTGGCTCTCCGAAAT^ 

I^uThrAsnSerArgGlyGluAsnCysGlyTyrArgArgCysArgAlaSerGlyVallAu 
6181 CTCTTACCAATTCAAGGGGGGAGAACTGCGGCTATCGCAGGTGCCGC^ 

GAGAATGGTTAAGTTCCCCCCTCTTGACGCCGATAGCGTCCACGGCGCGCTCGCCGCATG 

ThrThrSerCysGiyAsnThrLeuThrCysTyrlleLysAlaArgAlaAlaCysArgAla 
6241 TGACAACTAGCTGTGGTAACACCCTCACTTGCTACATCAAGGCCCGGGCAGCCTGTCGAG 
ACTGTTGATCGACACCATTGTGGGAGTGAACGATGTAGTTCCGGGCCCGTCGGACAGCTC 

AlaGlyLeuGlnAspCysTha^letLeuValCysGlyAspAspLeuValVallleCysGlu 
6301 CCGCAGGGCTCCAGGACTGCACCATGCTCGTGTGTGGCGACGACT^ 

GGCGTCCCGAGGTCCTGACGTGGTACGAGCACACACOGCTGCTGAATCAGCAATAGACAC 

SerAlaGlyValGlnGluAspAlaAlaSerLeuArgAlaPheThrGluAlaMetThrArg 
6361 AAAGCG CGGGGG TCCAGGAGGACGCGGCGAGCCTGAGAGCCTTCACGGAGGCTATGACCA 
TTTCGCGCCCCCAGGTCCTCCTGOGCCGCTCGGACTCTCGGAAGTGCCTCCGATACTGGT 

TyrSexAlaProPrc^lyAspProProGlnProGluTyrAspLeuGluLeuIleThrSer 
6421 GGTACTCCGCCCCCCCIX^^ACCCCCCAC^CCAGAATACX^CTTGGAGCTCATAACAT 
CCATGAGGCGGGGGGGACCCCTGGGGGGTGTIX^TCTTATGCTCAACCTCGAGTATTGTA 

CysSerSerAsnValSerValMaHisAspGlyAlaGlyLysArgValTyrTyrLeuThr 
6481 CATGCTCCTCCAACGTGTCAGTOGCCCACGACGGCGCTGGAAAGAGGGTCTACTACCTCA 
GT ACG AGG AGG TTG CACAGTCAGCGGGTGC TGCCGCG ACCTTTCTCCCAGATGATGGAGT 

ArgAspProThrThrProLeuAlaArgAlaAlaTrpGluThrAlaArgHisThrProVal 
6541 CCCGTGACCCTACAACCCCCCTCGCGAGAGCTGCGTGGGAGAC^ 
GGGCACTGGGATGTTGGGGGGAGCGCTCTCGACGCACCCTCTGTC^ 

AsnSerTrpLeuGlyAsnllelleMetPheAlaProThrlieuTrpAlaArgMetlleLeu 
6601 TCAATTCCTGGCTAGGCAACATAATCATGTTTGCCCCCACACTGTGGGCGAGGATGATAC 
AGTTAAGGACCGATCCGTTGTATTAGTACAAACGGGGGTGTGACACCCGCTCCTACTATG 

MetThrHisPhePheSerVaHjeuIleAlaArgAspGlnLeuGluGlnAlaLeuAspCys 
6661 TGATGACCC^TTTCTTTAGCGTCCTTATAGCCAGGGACCAGCTTGAACAGGCCCTCGATT 
ACTACTGGGTAAAGAAATCGCAGGAATATCGGTCCCTGGTCGAACTTGTCCGGGAGCTAA 

GluIleTyrGlyAlaCysTyrSerlleGluProLeuAspLeuProProIlelleGlnArg 
6721 GCGAGATCTACGGGGCCTGCTACTCCATAGAACCACTTGATCTACCTCCAATCATTCAAA 
CGCTCTAGATGCCCCGGACGATGAGGTATCTTGGTGAACTAGATGGAGGTTAGTAAGTTT 

Leu 

6781 GACTC 



ctgag FIG. 32-7 
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FIG. 33 LEGEND 
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FIG. 34 LEGEND 
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Sequential serum samples were assayed from these patients 
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FIG. 34- 1 



FIG. 34-2 
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ClaX* 1 
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FIG 3 6 -I COOH- terminus of SOD-C100 Fusion Polypeptide 

SOD COOH] [—adaptor ] [ NANBHpolypeptide> 

AlaC^sGlWaineGlylleAlaGlnAsnLeu^ 
1 GCTTGTGGTGTAATTGGGATOGCCCAGiAATTTGGGAATTOGGGATGO^ 

OGAACACCACATTAACOCTAGCGGGTCTTAAAOCCTTAAGCCCTAOGGGTGAAAGKTAGG 

>»»»»»»»»»» , , ^ „ 

GlnThrLysGlnSerGlyGluAsnLeuPrOTyrLeuValAlaTyrGlnAl 

61 CAGACAAAGCAGAGTGGGGAGAACCTTCCTTAC^ 

GTCTGTTTCGTCTCACCOCTCTTGGAAGGAATOG 

AlaArqAlaGlnAlaProProProSerTrpAg^ 
121 GCTAGGGCTCAAGCCCCTOCCCCATOGTGGGACCAGATCTGGAAGTGTTTGATTOGOCTC 

CGATCCCGAGTTCGGGGJtfjGGGGTAGCACCCTGGTCTACACCTTC 

LysProThrl^uHisGlyProThrProLeuLeuTyrArgLeuGlyAlaValGlnAsnGlu 
181 AAGCCCACCCTCCATGGGCCAACACCCCTGCTATACAG 
TTOGGGTGGGAGGTACCCGGTTGTGGGGACGATATC^ 

IleThrLeuThrHisProValThrLysTyrlleMetThrCysMetSerAlaAspI^uGlu 
24 1 ATCACCCTGACGCACCCAGTCACCAAATACATCATGAC^TGCATGTOGGCOGACCTGGAG 
TAGTGGGACTGCGTGGGTCAGTGGTTTATGTAGTACTC 

ValValThrSerThrTrpValLeuValGlyGlyValLeuAlaAlal^^ 
301 GTCGTCACGAGCACCTGGGTGCTOGTTGGCGGCGTCCTGGCTGCTTT^ 

CAGCAGTGCTCGTGGACCCAOGAGCAACOGCCGCAGGACOGACGAAACCGGC^ 

LeiiSerThrGlyCysValVallleValGlyAr^ValValLeuSerGlyLysProAlalle 
361 CTGTCAACAGGCTGCGTGGTCATAGTGGGCAGGGTCGTCTTG 
GACAGTTGTCCGACGCACCAGTATCACCCGT^ 

IleProAspArgGluValLeuTyrArgGluPheAspGluMetGluGluCysSerGlnHis 
421 ATACCTGACAGGGAAGTCCTCTACCGAGAG TTCGATGAGATGGAAG AGTGCTCTCAGCAC 
TATGGACTGTCCCTTCAGGAGATGGCTCTCAAGCTACTCTACCTTC 

LeuProTyrIleGluGlnGlyMetMetLeuAlaGluGlnPh€sLysGlnLysAlaLeuGly 
481 TTACCGTACATCGAGCAAGGGATGATGCTCGCCGAGCAGTTCAAGCAGAAGGCCCTOGGC 

AATGGCATGTAGCTCGTTCCCTACTACG^ 

LeuIieuGlnThrMaSerArgGlnMaGluVallleAlaProAlaValGlnThrAsnTrp 
541 CTCCTGCAGACCGCGTCXXX3TCAGGCAGAGGTTATCGCCCCTGCTC 

GAGGACGTCTGGCGCAGGGCAGTCOGTCTCCAATAGCGGGGACGACAGGTCTOT 

GlnLysLeuGluThrPheTrpAlaLysHisMetTrpAsnPhelleSerGlylleGlnTyr 
601 CAAAAACTCGAGACCTTCTGGGCGAAGCATATGTGGAACTTCATCAGTGGGATACAATA 
GTTTTTGAGCTCTGGAAGACCCGCTTCGTATACACCTTGAAGTAGTCACCCTATGTTATG 

I^uAlaGlyLeuSerThrLeuProGlyAsnProAlalleAlaSerl^uMetAlaPhe^ 
661 TTGGCGGGCTTGTCAACGCTGCCTGGTAACCCCGCCATTGC 

AACCGCCCGAACAG TTGCGACGGACCATTGGGGCX^TAACX>AAGTAACTACCGAAAATGT 

AlaAlaValThrSerProLeuThrThrSerGlnThrLeuI^uPheAsnlleLeuGlyGly 
7 21 GCTGCTGTCACCAGCCCACTAAOCACTAGCCAAACCCTCCTCTTCAACATATTGGGGGG^ 
OGACGACAGTGGTCGGGTGATTGGTGATCGGTTTGGGAGGAG 

TrpValAlaAlaGlnLeuAlaAlaProGlyAlaAldThrAlaPheValGlyAlaGlyLeu 

781 TGGGTGGCTGCCCAGCTCGCCGCCCCCGGTGCOGCTACTGCCTTTGTGGGCGCTGGCTTA 
ACCCACCGACGGGTOGAGCGGCGGGGGCCACGGCGATGACGGAAACACCCGOGACOGAAT 

AlaGlyAlaAlalleGlySerValGlyLeuGlyLysValLeuIleAspIleLeuAlaGly 
84 1 GCTCGCGCCGCCATCGGCAGTGTTGGACTCGGGAAGGTCCTCATAGACATCCTTGCAGGG 
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CGACCGCGGCGGTAGCCGTCAC^^ 

TyrGlyAlaGlyValMaGlyAlaLeuV^ 

901 TATCGCGCGGGOSTGGCGGGAGCTCm^ 
ATACOGOKXXX^CCGCCCTCG^ 

SerThrGluAspLeuValAsnl^uLeuPixAlallel^uSerProGly 
961 TCCATOGAGGACCTGGTCAATCTACTGCCCGCCATCCTCTCGCCCGG^ 
AGGTGCCTCCTGGACCAGTTAGATGAOGGGCOGTAGGAGAGCGG 

GlWalValCysAlaAlalleO^iiAr^ArgHisValGlyProGlyGluGlyAlaValGln 

1021 GGCGTGGTCTGTGCAGCAATACTGCGCCGGCACGTTGGCCCGGGOT 

CCGCACCAGACACGTCGTTATGACGOGGCCGTGCAACCGGGCCCGCTCCCCCGTCAOGTC 

<<<<<<<<<<<<<<<<<<<<NANBH] [ extra 

TrpMetAsnArgLeuIleAlaPheAlaSerAr^ 

1081 TCGATGAACCGGCTGATAGCCTTCGCCTCCCGGGGGAACCATGTTTCCCC^TCCATCAT 
ACCTACTTGGCCGACTATCGGAAGCGGAGGGCCCCCTTGGTACAAAGGGGTCAGGTAGTA 

] 

LysArgOP 

1141 AAGCGTTGACGCTCCCTACGGGTGGACTGTGGAGAGACAGGGCACTGCTAAGGCCCAAAT 
TTCGCAACTGCGAGGGATCCCCACCTGACACCTCTCTGTCCCGTGACGAOT 

1201 CTCAGCCATGCATCGAGGGGTACAATCOGTATGGCCAACAACTAGCGOGTAOGT AAAG TC 
GAGTCGGTACX3TAGCTCCCCATGTTAGGCATACXX3G 

1261 TCCTTTCTCGATGGTCCATACCTTAGATGCGTTAGCATTAATCOGAATTC 
AGGAAAGAGCTACCAGGTATGGAATCTACGCAATCGTAATTAGGCTTAAG 



FIG. 36-2 
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Hi 4 



FIG. 37 a 



FIG. 37 b 




FIG. 39 
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FIG. 38 
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FIG. 41a 



FIG. 41b 
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FIG. 41-1 

Homology between the HCV polypeptide encoded by combined ORF of clones 
141 through 39c) and the non-structural protein of the Dengue flavi- 
virus(MNWVDl). 



HCV 
MNWVD1 



HCV 
MNWVD1 



HCV 
MNWVD1 



HCV 
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MNWVD1 



HCV 

MNWVD1 



HCV 

MNWVD1 



HCV 

MNWVD1 



HCV 

MNWVD1 



10 20 30 40 50 
EYVVIXFIUADARVCSCLWMMIXZSQAEA 

AVSFVTLITGNMSFRDLGRVMVMVGATMIDDIG*^ 

130 140 150 160 170 180 

60 70 80 90 100 110 
WYT .KftKWVPC A yvTFVCMWPT .T T.T .t t at -PQP & v a t jYTcva a c ryz^yyj rV^T HftT_iTLS P YY 

TSKEI^WTTIGrVLLSQSTIPETIIj^ 

190 200 210 220 230 240 

120 130 140 150 160 170 
KRYISWOJWWLQYFLTRVEAQU^ 



KAVIWNAWKVSCTIlAVVSVSPLniTSSQQKADWIPLALTIKGI^ 

250 260 270 280 290 

180 190 200 210 220 230 

FGPLWILQASUiKVPYF-VRVQCU^ 



• • * ••• 



KKRS WPLNEA IMAVGMVS IIJ^SIiLKNDIPMTGPLVAGGIXTVCYV-LTGRSADIiELE^ 
300 310 320 330 340 350 

240 250 260 270 280 290 

TP LRDWAH ^LRDLAVAVEPVVFSQMETKLI TWGADTAACGD I INGLPVS ARRGREILLG 



• • • 



ADVK-WEIX^ISGSSPIT^ITISE-rXSSMSIKNEEEEQTLTILIRTGLLVISG LFP 

360 370 380 390 400 410 

300 310 320 330 340 350 

P ADGMV S KGWRLLAP I T A YAQQTRGLLGC 1 1 TS LTG RDKNQVEG BVQ IVS TAAQTFLATC 



* ■ * * * • ■ 



VS I P ITAAAWYl^^BVKKQRAGVLWDVPSPPPVGKAELEIDGAYR I KQKG ILG YSQIGAGVY 
420 430 440 450 460 470 

360 370 380 390 400 410 

INGVCWTVYHGAGTRTIASPKGPVIQMrTNVDQDLV GWPAPQGSRSLTPCTCGSSD 



• • • • ■ • 



• • • • 



KEGTFH TMWHVTRGAVLMHKGKRI EP SWADVKKDLVS CGGGWKLEG EWKEG EEVQVLALE 
480 490 500 510 520 530 

420 430 440 450 460 470 

LYLVTRHADV1PVRRRGDSRGSLLSPRPISYIJCGSSGGPLLCPAGHAVGIFRAAVCTRGV 



• • • • 



• • • 



PGKNPRAVQTKPGLFKTN — AGTIGAVSLDFSPGTSGSPIIDKKGKWGLYGNGWTRSG 
540 550 560 570 580 590 

480 490 500 510 520 530 

AKAVDFIPVEhHjETlMRSPVFTDNSSPPVVPQSFQVAHLHAPTGSGKS — TKVPAAYAAQ 

******* * • + ***■* ^ * * * 

AYVSAIAQTEK— SIEDNPEIEDDIFRK R^TIIfflLHreAGKTraYLPAIVRGAIKR 

620 630 640 
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HCV GYKVLVLNPS — VAATLGPGAYMSKAHGIDPNIRT6VRTITTGSPITYSWGKFLADGGC 

MNWVD1 GlJiraiLi^TKVVJAQffl 

650 660 670 680 690 700 

590 600 610 620 630 640 

HCV SGGAYDI I ICDECHSTDATS XLG IGTVII)QAETAGARLVVLATATPPGSVTVPHPNIEEV 

.X..:: :: : . : . . : : V. 

MNWVD 1 RVPNYNLI IMDEAHFTDP AS IAARGY I STKVE-MGEAAGIFHTATPPGSRD-PFPQSNAP 

710 720 730 740 750 760 

650 660 670 680 690 700 

HCV ALSTTGEIPFYGKAIPLEVIKGGRHLircHSKKXCDELAA 

• • • 

MNWVD1 IMDE2IREipERSWSSGHEW\nT)FKGKT 

770 780 790 800 810 820 

710 720 730 740 750 760 

HCV IPTSGDVWVATDAIMTGYTGDFDSV 

MNWVD1 SEYVKTRTNDWNFWTTD I SEMGANFKAERVIDPRRCMKPVILTDGEERVIIjAGPMPVTH 

830 840 850 860 870 880 

770 780 790 800 810 820 

HCV QRRGRTGRGKPGIYRFVAPGERPSGMFDSSVLCECTO 

MNWVD1 SS 
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FIG. 43 

DISTRIBUTION OF RANDOM SAMPLES 

C 100-3 Ag ELISA Preclinical Kit 
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FIG. 44 

Distribution of 0«D« Values for 
Randoa Blood Donor Samples Tested with Two EU8A 

Configurations 

C 100-3 Ag EUSA MoAB vs Polyclonal 
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FIG. 45 

Name Common Sequence Variable Sequence 

CGATCTTGC 
CGATCCTGC 
CGATCATGC 
CGATCGTGC 
CGAAGTTGC 
CGAAGCTGC 



_7 AGATCTTGC 

_8 AGATCCTGC 

_9 AGATCATGC 

_10 AGATCGTGC 

-11 AGAAGTTGC 

-12 AGAAGCTGC 

-13 CGATCTTGT 

-14 CGATCCTGT 

-15 CGATCATGT 

-16 CGATCGTGT 

- 1 7 CGAAGTTGT 

- 1 8 CGAAGCTGT 

- 1 9 AGATCTTGT 

- 2 0 AGATCCTGT 

- 2 1 AGATC ATGT 

- 2 2 AGATCGTGT 

-23 AGAAGTTGT 

-24 AGAAGCTGT 

- 2 5 CGCTCTTGC 

-26 CGCTCCTGC 

-27 CGCTCATGC 

-28 CGCTCGTGC 

-29 CGCAGTTGC 

-30 CGCAGCTGC 

- 3 1 CGCTCTTGT 

-32 CGCTCCTGT 

-33 CGCTCATGT 

-34 CGCTCGTGT 

-35 CGCAGTTGT 

-36 CGCAGCTGT 



5 ' - 3 - 1 AAGCTTGATCGAATTC 
-2 
-3 
-4 
-5 
-6 
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FIG. 46 -I Translation of DMA k9-l 

GlyCysProGluArgLeuMaSerCysArgProLeuThrAspPheAspGlriGlyTrpGly 
1 CAGGCTGTCCTGAGAGGCTAGCCAGCTGCCGACCCCTTACCGATTTTGACCAGGGCTGG6 
GTCCGACAGGACTCTCCGATCGGTCGACGGCTGGGGAATGGCTAAAACTGGTCCCGACCC 

ProlleSerTyrAlaAsnGlySerGlyPraAspGlnA^ 
6 1 GCCCTATCAGTTATGCCAACGGAAGCGGCCCCGACCAGCGCCCCTACTGCTGGCACTACC 
CGGGATAGTCAATACGGTTGCCTTCGCCGGGGCTGGTCGCGGGGATGACGACCGTGA 

ProLysProCysGlylleValProAlaLysSerValCy^ 

121 CCCCAAAACCTTGCGGTATTGTGCCCGCGAAGAGTGTGTGTGGTCCGGTATATTGCTTCA 
GGGGTTTTGGAACGCCATAACACGGGCGCTTCTCACACACACCAGGCCATATAAOGA 

ProSerProValValValGlyThrThrAspArgSerGl^^ 
181 CTCCCAGCCCCGTGGTGGTGGGAACGACCGACAGGTCGGGCGCGCCCACCTACAGCTGGG 
GAGGGTCGGGGCACCACCACCCTTGCTGGCTGTCCAGCCCGCGCGGGTGGATGTOGACCC 

GluAsnAspThrAspValPheVall^uAsnAsnThrArgProProLeuGlyAsnTrpPhe 
241 GTGAAAATGATACGGACGTCTTCGTCCTTAACAATACCAGGCCACCGCTGGGCAATTGGT 
CACTTTTACTATGCCTGCAGAAGCAGGAATTGTTATGGTC^ 

GlyCysThrTrpMetAsnSerThrGlyPheThrliysValCysGlyAlaProProCysVal 
301 TCGGTTGTACCTGGATGAACTCAACTGGATTCACCAAAGTGTGOGGAGCGCCTCCTTG^ 
AGCCAACATGGACCTACTTGAGTTGACCTAAGTGGTTTCACACGCCTCGCGGAGGAACAC 

IleGlyGlyAlaGlyAsnAsnThrLeuHisCysProThrAspCysPheArgLysHisPro 
361 TCATCGGAGGGGCGGGCAACAACACCCTGCACTGCCCCACTGATTGCTTCCGCAAGCATC 
AGTAGCCTCCCCGCCCGTTGTTGTGGGACGTGACGGGGTGACTAACGAAGGCGTTCGTAG 

AspAlaThrTyrSerArgCysGlySerGlyProTrpIleThrProArgCysLeuValAsp 
421 CGGACGCCACATACTCTCGGTGCGGCTCCGGTCCCTGGATCACACCCAGGTGCCTGGTCG 
GCCTGCGGTGTATGAGAGCCACGCCGAGGCCAGGGACCTAGTGTGGGTCCACGGACCAGC 



TyrProTyrArgLeuTrpHisTyrProCysThrlleAsnTyrThrllePheLysIleArg 
481 ACTACCCGTATAGGCTTTGGCATTATCCTTGTACCATCAACTACACTATATTTAAAATCA 
TGATGGGCATATCCGAAACCGTAATAGGAACATGGTAGTTGATGTGATATAAATTTTAGT 



MetTyrValGlyGlyValGluHisArgLeuGluAlaAlaCysAsnTrpThrArgGlyGlu 
541 GGATGTACGTGGGAGGGGTCGAGCACAGGCTGGAAGCTGCCTGCAACTGGACGCGGGGCG 
CCTACATGCACCCTCCCCAGCTCGTGTCCGACCTTCGACGGACGTTGACCTGCGCCCCGC 



ArgCysAspLeuGluAspArgAspArgSerGluLeuSerProLeuLeuLeuThrThrThr 
601 AACGTTGCGATCTGGAAGATAGGGACAGGTCCGAGCTCAGCCCGTTACTGCTGACCACTA 
TTGCAACGCTAGACCTTCTATCCCTGTCCAGGCTCGAGTCGGGCAATGACGACTGGTGAT 



GlnTrpGlnVall^uProCysSerPheThrThrLeuProAlaLeuSerThrGlyLeuIle 
661 CACAGTGGCAGGTCCTCCCGTGTTCCTTCACAACCCTGCCAGCCTTGTCCACCGGCCTCA 
GTGTCACCGTCCAGGAGGGC^CAAGGAAGTGTTGGGACGGTCGGAACAGGTGGCCGGAGT 

Overlap with Cocnbined ORF of DNAs 12f through 15e 

HisLeuHisGlnAsnlleValAspValGlnTyrLeuTyrGlyValGlySerSerlleAla 
721 TCCACCTCCACCAGAACATTGTGGACGTGCAGTACTTGTACGGGGTGGGGTCAAGCATC 
AGGTGGAGGTGGTCTTGTAACACCTGCACGTCATGAACATGCCCCACCCCAGTTCGTAGC 



SerTrpAlalleLysTrpGluTyrValYalLeuLeuPheLeuIieuLeuAlaAspAlaArg 
781 CGTCCTGGGCCATTAAGTGGGAGTACGTCGTCCTCCTGTTCCTTCTGCTTGCAGACGCGC 
GCAGGACCCGGTAATTCACCCTCATGCAGCAGGAGGACAAGGAAGACGAACGTCTGCGCG 
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VaLCysSerCysLeuTrpMet^etLeuLeuIleSei^lnAlaGluAlaAlaLeuGluAsn 
84 1 GCGTCTGCTCCIX^TTGTGGATGATGCTACTCATATCCCAAGCGGAACXGGCTTTGG^A 
CGCAGACGAGGACG AACACCTACT ACGATG AG TATAGGGTTCGCCTTCGCOGAAAOCTCT 



LeuValll^uAsnAlaMaSerLeuAlaGly^ 
901 ACCTCGTAATACTTAATGCAGCATCCCTGGCCGGGACGCACGGTCTTGTATCCTTCCTOG 
TGGAGCATTATGAATTACGTCGTAGGGACCGGCCCTGCGTGCCAGAACAT 



PhePheCysPheAlaTrpTyrl^uLysGlyLysTrpValP 

961 TGTTCTTCTGCTnGCATGGTATCTGAAGGGTAAGTGGGTGCCCGGAGCGGTCTACACCT 
ACAAGAAGACGAAACGTACCATAG ACTTCC CATTCACCCACGGGCC TCGCCAGATGTGGA 



TyrGlyMetTrpProI^uLeuI^uLeuI^^ 
1021 TCTACGGGATGTGGCCTCTCCTCCTGCTCCTGTTGGCGTTGCCCCAGCGGGCGTACGCGC 
AGATGCCCTACACCGGAGAGGAGGACGAGGACAACCGCAACGGGGTCGCCCGCATGCGCG 



AspThrGluValAlaAlaSerCysGlyGlyValValLeuValGlyLeuMetAlaLeuThr 
1081 TGGACACGGAGGIGGCGGCGTCGTGTGGCGGTGTTGTTCTCGTCGGGTTGATGGCGCTAA 
ACCTGTGCCTCCACCGGOX^C^CACCGC^ 



LeuSerProTyrTyrLysArgTyr I lcS erTrpCy sLeuTrpTr pLeuGlnTyr PheLeu 
1141 CTCTGTCACCATATTACAAGCGCTATATCAGCTGGTGCTTGTGGTGGCTTCAGTATTTTC 
G AG ACAG TGG TATAATGTTCGCGATATAG TCG ACCACG AACACCACCG AAG TCATAAAAG 



ThrArgValGluAlaGlnLeuHisValTrpIleProProLeuAsnValArgGlyGlyArg 
1201 TGACCAGAGTGGAAGCGCAACTGCACGTGTGGATTCCCCCCCTCAACGTCCGAGGGGGGC 
ACTGGTCTCACCTTCGCGTTGACGTGCACACCTAAGGGGGGGAGTTGCAGGCTCCCCCCG 



AspAlaVallleLeuLeuMetCysAlaValHisProThrLeuValPheAspIleThrLys 
1261 GCGACGCTGTCATCTTACTCATGTGTGCTGTACACCCGACTCTGGTATTTGACATCACCA 
CGCTGCGACAGTAGAATGAGTACACACGACATGTGGGCTGAGACCATAAACTGTAGTGGT 



LeuLeuLeuAlaValPheGlyProLeuTrpIleLeuGlnAla 
1321 AATTGCTGCTGGCCGTCTTCGG ACCCC TTTGGATTCTTCAAGCCAG 
TTAACGACGACCGGCAGAAGCCTGGGGAAACCTAAGAAGTTCGGTC 



FIG. 46-2 



169 



EP 0 318 216 B1 



FIG 47- 1 CCMBINED 0RF 0F DNAs K9_1 t^ 011 ^ 15e 

GlyCysProGluArgl^uAlaSerCysArgProI^uThrt^ 

1 CAGGCTGTCCTGAGAOCTAGCCAGC 

GTCCGACAGGACTCTCCGATCGGTCGACGGCTGGGGAATGGCTAAAACTGGTCCCGACCC 

ProIleSerTyrAlaAsnGlySerGlyProAspGlnArgProTyrCysTrpHisTyrPro 
61 GCCCTATCAGTTATGCCAACGGAAGCGGCCCCGACCAGCGCCCCTACTGCTGGCACTI^C 
CGGGATAGTCAATACGGTTGCCTTCGCCGGGGCTGGTCGCGGGGATGACGACCG1<^TGG 

Prc^ysProC^sGlylleValPrcAlaLysSerVal^^ 
121 CCCCAAAACCTTGCGGTATTGTGCCCGCGAAGAGTGTGTGTGGTOCGGTATATTGCTT^ 

GGGGTTTTGGAACGCCATAACACGGG^ 

ProSerProValValValGlyThrThrAspArgSe^ 
181 CTCCCAGCCCCGTGGTGGTGGGAACGACCGACAGGTOGGGCGCGCCCACCTACAGCTOGG 
GAGGGTCGGGGCACCACCACCCTTGCTGGCTGTCCAGCCCGCGCGGGTGGATGTCGACCC 

GluAsnAspThrAspValPheValLeuAsnAsnThrArgProProI^\K51yAsnTrpPte 
241 GTGAAAAT6ATACGGACGTCTTCGTCCTTAACAATACCAGGCCACCGCTGGGCAATTGGT 
CACTTTTACTATGCCTGCAGAAGCAGG AATTG TTATGG TCCGGTGG CGACCCGTTAACCA 

GlyCysThrTrpHetAsnSerThrGlyPheThrLysValCysGlyAlaProProCysVal 
301 TCGGTTGTACCTGGATGAACTCAACTGGATTCACCAAAGTGTGCGGAGCGCCTCCTTGTC 
AGCCAACATGGACCTACTTGAGTTGACCTAAGTGGTTl^CACGCCTCGCGGAGGAACAC 

IleGlyGlyAlaGlyAsnAsnThrLeuHisCysProThrAspCysPheArgLysHisPro 
361 TCATCGGAGGGGCGGGCAACAACACCCTGCACTGCCCCACTGATTGCTTCCGCAAGCATC 
AGTAGCCTCCCCGCCCGTTGTTGTGGGACGTGACGGGGTGACTAACGAAGGCGTTCGTAG 

AspAlaThrTyrSerArgCysGlySerGlyProTrpIleThrProArgCysLeuValAsp 
421 CGGACGCCACATACTCTCGGTGCGGCTCCGGTCCCTGGATCACACCCAGGTGCCTGGTCG 
GCCTGCGGTGTATCAGAGCCACGCCGAGGCCAGGGACCTAGTGTGGGTCCACGGACCAGC 

TyrProTyrArgLeuTrpHisTyrProCysThrlleAsnTyrThrllePheLysIleArg 
481 ACTACCCGTATAGGCTTTGGCATTATCCTTGTACCATCAACTACACCATATTTAAAATCA 
TGATGGGCATATCCGAAACCGTAATAGGAACATGGTAGTTGATGTGGTATAAATTTTAGT 

MetTyrValGlyGiyValGluHisArgLeuGluAlaAlaCysAsnTrpThrArgGlyGlu 
54 1 GGATGTACGTGGGAGGGGTCGAACACAGGCTGGAAGCTGCCTGCAACTGGACGCGGGGCG 
CCTACATGCACCCTCCCCAGCTTGTGTCCGACCTTCGACGGACGTTGACCTGCGCCCCGC 

ArgCysAspI^uGluAspArgAspArgSerGluLeuSerProLeuI^uI^uThrThrThr 
601 AACGTTGCGATCTGGAAGACAGGGACAGGTCCGAGCTCAGCCCGTTACTGCTGACCACTA 
TTGCAACGCTAGACCTTCTGTCCCTGTCCAGGCTCGAGTCGGGCAATGACGACTGGTGAT 

GlnTrpGlnValLeuProCysSerPheThrThrLeuProAlaLeuSerThrGlyLeuIle 
661 CACAGTGGCAGGTCCTCCCGTGTTCCTTCACAACCCTACCAGCCTTGTCCACCGGCCTCA 
GTGTCACCGTCCAGGAGGGCACAAGGAAGTGTTGGGATGGTCGGAACAGGTGGCCGGAGT 

HisLeuHisGlnAsnlleValAspValGlnTyrLeuTyrGlyValGlySerSerlleAla 
721 TCCACCTCCACCAGAACATTGTGGACGTGCAGTACTTGTACGGGGTGGGGTCAAGCATCG 
AGGTGGAGGTGGTCTTGTAACACCTGCACGTCATGAACATGCCCCACCCCAGTTCGTAGC 

SerTrpAlalleLysTrpGluTyrValValLeuI^uPhel^uI^uLeuAlaAspAlaArg 
781 CGTCCTGGGCCATTAAGTGGGAGTACGTCGTTCTCCTGTTCCTTCTGCTTGCAGACGCGC 
GCAGGACCCGGTAATTCACCCTCATGCAGCAAGAGGACAAGGAAGACGAACGTCTGCGCG 

ValCysSerCysLeuTrpMetMetLeuLeuIleSerGlnAlaGluAlaAlaLeuGluAsn 
841 GCGTCTGCTCCTGCTTGTGGATGATGCTACTCATATCCCAAGCGGAGGCGGCTTTGGAGA 
CGCAGACGAGGACGAACACCTACTACGATGAGTATAGGGTTCGCCTCCGCCGAAACCTCT 

LeuVallleLeuAsnAlaAlaSerLeuAlaGlyThrHlsGlyLeuValSerPheLeuVal 
901 ACCTCGTAATACTTAATGCAGCATCCCTGGCCGGGACGCACGGTCTTGTATCCTTCCTCG 
TGGAGCATTATGAATTACGTCGTAGGGACCGGCCCTGCGTGCCAGAACATAGGAAGGAGC 
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' PhePheCysPheAlaTrpTyr^^ 
96 1 TGTTCTTCTGCTTTGC^^ 



1021 




AGATGCCCTACAC 



1261 



1321 



1381 



CTCCGGTAATGCACGTTTACCAGTAGTAATTCAATCCCCGCGAATGACCGTGGATACAAA 
AsnHisI>suThrProI^uArgAspTrp;aaHisAsnGly^ 

1501 SggSSS8S32g8S£g8£&3g£3SS5S& 

ValGluProValValPheSerGlnMetGluThrLysI^uIleThrTrpGly^a^p^ 

CTGTAGAGCCAGTCGTCTTCTCCOWUVTGGAGACCAAGC 
GACATCTCGGTCAGCAGAAGAGGGTTTACCTCTGGTTC^ 

AlaAlaCvsGlyAspIlelleAsnGlyl^uProValSerAlaArgArgGlyAr^luIle 
CCGCCGCGTCCGGTGACATCATCAACGGCTTGCCTGTTT^ 

GGCGGCGCACGCCACTGTAGTAGTTGCCGAACGGACAAAGGCGGGCGTCCCCGGCCCTCT 

1681 TACTGCTCGGKtS 

ATG ACG AG CCCGGTCGGCTACCTTACCAG AGGTTCCCCACCTCCAACGACCGCGGGTAGT 

AlaTyrAlaGlnGlnThrArgGlyl^uI^ 
CGGCGTACGCCCW5CAGACAAGGGTC 

GCCGCATGCGGGTCGTCTGTTCCCCGGAGGATCCCAGGTATTAGTGGTCGGATTG 
AspLysAsnGlnValGluGlyGluValGlnlleValSerThrA^ 

(^caWccaagtcgagtotcaggtccagattc 

CCCTGTTTTTGGTTCACCTCCCACTCavGGTCT 

AlaThrCysIleAsnGlyValCysTrpThrValT^ 

TGGCAACGTGCATCAATGGGGTGTGCTGGACTGTCTACCACGGG^ 
ACCGTTGCACGT AG TTACCCCACACGACCTGACAGATGGTGCCCCGGCCTTGCTCCTOGT 

AlaSerProLysGlyProVallleGlnMetTyrThrAsnValAspGlnAspLcuValGly 

FIG. 47-2 



1561 



1621 



1741 



1801 



1861 
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1921 TCGCGTCACCCAAGGGTCCTGTCATCCAGATGTATACCAATCTAGACCAAGACCTTGTW 
AGCGCAGTGGGTTCCCAGGACAGTAGGTCTACATATGGTTACATCTGGTTCTCGAACACC 

TrpProAlaProGlnGlySerArgSerl^uThrProCysThrCysGlySerSerAspLeu 
1981 GCTGGCCCGCTCCGCAAGGTAGCCGCTCATTGA^ 

CGACCGGGCGAGGCGTTCCATCGGCGAGTAACTGTGGGAOT 

TyrLeuValThr ArgHi sAl aAspVal I leProValArgArgArgGlyAspSerArgGly 
2041 TTTACCTGGTCACGAGGCACGCCGATGTCATTCCOGTGCGCCGGG5GGGTGATAGCAGG6 
AAATGGACCAGTGCTCCGTGCGGCTACAGTAAGGGCACGCGGCCGCCCCACTATOGTCCC 

SerLeuI^uSerProArgProIleSerTyrLeuLysGlyScrSerGlyGlyProLeuLeu 
2101 GCAGCCTGCTGTCGCCCCGGCCCATTTCCTACTTGAAAGGCTCCTCOGGGGGTCOGCroT 
CGTCGGACGACAGCGGGGCCGGGTAAAGGATGA&CTTTCOT 

CysProAlaGlyHisAlaValGlyllePheArgAlaAlaValCysThrArgGlyValAla 
2161 TGTGCCCCGCGGGGCACGCCGTGGGCATATT^^ 

ACACGGGGCGCCCCGTGCGGCACCCGTATAAATCCCGGCGCCACACGTGGGCACCTCACC 

LysAlaValAspPhelleProValGluAsnl^iKSluThrThrMetArgSerProValPhe 
2221 CTAAGGCGGTGGACTTTATCCCTGTGGAGAACCTAGAGACAACCATGAGGTCCCCGGTGT 
GATTCCGCCACCTGAAATAGGGACACCTCTTGGATCTCTGTTGGTACTCCAGGGGCCACA 

ThrAspAsnSerSerProProValValProGlDSerPheGlsValAlaHlsLeuHisAla 
2281 TCACGGATAACTCCTCTCCACCAGTAGTGCCCCAGAGCTTCCAGGTGGCTCACCTCCATC 
AGTGCCTATTCAGGAGAGGTGGTCATCACGGGGTCTCGAAGGTCCACCGAGTGGAGGTAC 

ProThrGlySerGlyLysSerThrLysValProAlaAlaTyrAlaAlaGlnGlyTyrLys 
2341 CTCCCACAGGCAGCGGCAAAAGCACCAAGGTCCCGGCTGCATATGCAGCTCAGGGCTATA 
GAGGGTGTCCGTCGCCGTTTTCGTGGTTCCAGGGCCGACGTATACGTCGAGTCCCGATAT 

ValLeuValLeuAsnProSerValAlaAlaThrLeuGlyPheGlyAlaTyTHetSerLys 
2401 AGGTGCTAGTACTCAACCCCTCTGTTGCTGCAACACTGGGCTTTGGTGCTTACATGTCCA 
TCCACGATCATGAGTTGGGGAGACAACGACGTTGTGACCCGAAACCACGAATGTACAGGT 

AlaHisGlylleAspProAsnlleArgThrGlyValArgThrlleThrThrGlySerPro 
2461 AGGCTCATGGGATCGATCCTAACATCAGGACOGGGGTGAGAACAATTACCACTGGCAGCC 
TCCGAGTACCCTAGCTAGGATTGTAGTCCTGGCCCCACTCTTGTTAATGGTGACCGTCGG 

IleThrtyrSerThrTyrGlyLysPheLeuAlaAspGlyGlyCysSerGlyGlyAlaTyr 
2521 CCATCAOGTACTCCACCTACGGCAAGTTCCTTGCCGACGGCGGGTGCTCGGGGGGCGCTT 
GG TAGTGCATGAGG TGGATGCCG TTCAAGG AACGGCTGCCGCCCACGAGCCCCCCGCG AA 

AspIlellelleCysAspGluCysHisSerThrAspAlaThrSerlleLeuGlylleGly 
2581 ATGACATAATAATTTGTGACGAGTGCCACTCCACGGATGCCACATCCATCTTGGGCATOG 
TACTGTATTATTAAACACTGCTCACGGTGAGGTGCCTACGGTGTAGGTAGAACCCGTA6C 

ThrValLexiAspGlnAlaGluThrAlaGlyAlaArgLeuValValLeuAlaThrAlaThr 
2641 GCACTG TCCTTGACCAAGCAGAGACTGCGGGGGCGAGACTGGTTGTGCTCGCCACCGCCA 
CGTGACAGGAACTGGTTCGTCTCTGACGCCCCCGCTCTGACCAACACGAGCGGTGGCGGT 

ProProGlySerValThrValProHisProAsnlleGluGluValAlaLeuSerThrThr 
2701 CCCCTCCGGGCTCCGTCACTGTGCCCCATCCCAACATCGAGGAGGTTGCTCTGTCCACCA 
GGGG AGGCCCGAGGCAGTGACACGGGGTAGGGTTG TAG CTCCTCCAACGAGACAGGTGGT 

GlyG lu I leProPheTyrGlyLy sAlal leProLeuGl uVal I leLysGlyGlyArgHi s 

2761 CCGGAG AGATCCCTTTTT ACGG CAAGGC TA TCCCCCTCG AAGT AATCAAGGGGGGGAGAC 
GGCCTCTCTAGGGAAAAATGCCGTTCCGATAGGGGGAGCTTCATTAGTTCCCCCCCTCTG 

Leul lePheCys H IsSerLy sLy sLysCy sAspG luLeuAlaAl aLysLeuValAlaLeu 
2821 ATCTCATCTTCTGTCATTCAAAGAAGAAGTGCGACGAACTCGCCGCAAAGC7GGTCGCAT 
TAGAGTAGAAGACAGTAAGTTTCTTCTTCACGCTGCTTGAGCGGCGTTTCGACCAGQGTA 

GlylleAsnAlaValAlaTyrTyrArgGlyLeuAspValSerVallleProThrSerGly 
2881 TGGGCATCAATGCCGTGGCCTACTACCGCGGTCTTGACGTGTCCGTCATCCCGACCAGCG 
ACCCGTAGTTACGGCACCGGATGATGGCGCCAGAACTGCACAGGCAGTAGGGCTGGTCGC 

FIG. 47-3 
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AspValValValValAlaThrAspAlaLeuMetThrGlyTyrThrGlyAspPheAspSer 
294 1 GCGATG TTGTCGTCGTGGCAACCGATGCCCTCATGACCGGCTATACCGGCGACTTCGACT 
CGCTACAACAGCAGCACCGTTGGCTACGGGM^ 

VallleAspCysAsnThrCysValThrtlnThrValAspPheSerLeuAspPro^ 
3 001 CGGTGATAGACTGCAA1ACETGTCTCACCCAGACAGTC 

GCCACTATCTGACGTTATGCACACAGTGGGTCTGTCAGCTAAM 

ThrlleGluThrlleThrl^uProGlr^ 
306 1 TCACCATTGAGACAATCAOGCTCCCCCAGGATGCTGTCTCCCGCACTCAA0GT0GGGGCA 
AGTGGTAACTCTGTTAGTGCGAGGGGGTCCTACGAC^ 

ThrGlyArgGlyLysProGlylleTyrArgPheVa^ 

3121 GGACTGGCAGGGGG AAGCCAGGCATCTACAGAT^ 

CCTGACCGTCCCCCTTCGGTCCGTAGATGTCTAAACACCGTGGCCCCCTCGCGGGGAGGC 

MetPheAspSerSerValLeuCysGluCysTyrAspAlaGlyCysAlaTrpTyrGluLe^ 

3181 GCATGTTCG ACTCGTCCGTCCKra^ 

CGTACAAGCTGAGCAGGCAGGAGACACTCACGATACTGCGTCCGAC^ 

ThrProAlaGluThrThiValArgl^uArgAlaT^ 
3241 TCACGCCCGCCGAGACTACAGTTAGGCTACGAGCGTACATGAACACCCCGGGGCTTCCOG 
AGTGCGGGCGGCTCTGATGTCAATCCGATGCTCGCATGTACTTGTGGGGCCCCGAAGGGC 

C^sGlnAspHisI^xiGluPheTrpGluGlyValPheThrGlyLeuThrHiflllftAspAla 

3301 TGTGCCAGGACCATCTTGAATTTTGGGAGGGCGTCTTTACAGGCCTCACTCATATAGATG 
ACACGGTCCTGGTAGAACTTAAAACCCTCCCGCAGAAATGTCCGGAGTGAGTATATCTAC 

HisPhel^uSerGlnThrLysGlnSexGlyGluAsnl^tiProTyrLeuValMaTyrGln 
3361 CCCACTTTCTATCCCAGACAAAGCAGAGTGGGGAGAACCTTCCTTACCTGGTAGCGTACC 
GGGTGAAAGATAGGGTCTGTTTCGTCTCACCCCTCTTGGAAGGAATGGACCATCGCATGG 

AlaThrValCysAlaArgAlaGlnAlaProProProSerTrpAspGlnMetTrpLysCys 
3421 AAGCCACCGTGTGCGCTAGGGCTCAAGCCCCTCCCCCATCGTGGGACCAGATGTGGAAGT 
TTCGGTGGCACACGCGATCCCGAGTTCGGGGAGGGGGTAGCACCCTGGTCTACACCTTCA 

LeuIleArgLeuLysProThrLeuHisGlyProThrProI^uLeuTyrArgLeuGlyAla 
3481 GTTTGATTCGCCTCAAGCCCACCCTCCATGGGCCAACACCCCTGCTATACAGACTGGGCG 
CAAACTAAGCGGAGTTCGGGTGGGAGGTACCCGGTTGTGGGGACGATAlGTCTGACCCGC 

ValGlnAsnGluIleThrLeuThrHisProValThrLysTyrlleMetThrCysMetSer 
354 1 CTGTTCAGAATGAAATCACCCTGACGCACCCAGrcACCAAATACATCATGACATGCATGT 
GACAAG TCTTACTTTAGTGGGACTGCGTGGGTCAGTGGTTTATGTAGTACTGTACGTACA 

AlaAspLeuGluValValThrSerThr^rpValLeuValGlyGlyValLeuAlaAlaLeu 
3601 CGGCCGACCTGGAGGTCGTCACGAGCACCTGGGTGCTCGTTGGCGGCGTCCTGGCTG 

GCCGGCTGGACCTCCAGCAGTGCTCGTGGACCCACGAGCAACCGCCGCAGGACCGACGAA 

MaAlaTyrCysLeuSerThrGlyCysValVallleValGlyArgValValLeuSerGly 
3661 TGGCCGCGTATTGCCTGtCAACAGGCTGCGTX^TCATAGTGGGCAGGGTCGTCTTGTCCG 
ACCGGCGCATAACGGACAGTTGTCCGACGCACCAGTATCACCCGTCCCAGCAGAACAGGC 

LysProAlallelleProAspArgGluValLeuTyrArgGluFheAspGluMetGluGlu 
3721 GGAAGCCGGCAATCATACCTGACAGGGAAGtrcTCTACCGAGAGTTCGATGAGATGGAAG 
CCTTCGGCCGTTAG TATGGACTGTCCCTTCAGG AGATGGCTCTCAAGCTACTCTACCTTC 

CysSerGlnHisLeuProTyrlleGluGlnGlyMetMetLeiiAlaGluGlnPheLysGln 
3781 AGTGCTCTCAGCACTTACCGTACATCGAGCAAGGGATGATGCTCGCOGAGCAGTTCAAGC 
TCACGAGAGTCGTGAATGGCATGTAGCTCGTTCCCTACTACGAGCGGCTCGTCAAGTTCG 

LysAlaLeuGlyLeuLeuGlnThrAlaSerArgGlnAlaGluVallleAlaProAlaVal 
3841 AGAAGGCCCTCGGCCTCCTGCAGACCGQGTCCCGTCAGGCAGAGGTTATCGCCCCTGCTG 
TCTTCCGGGAGCCGGAGGACGTCTGGCGCAGGGCAGTCCGTCTCCAATAGOGGGGAOGAC 

GlnThrAsnTrpGlnLysLeuGluThrPheTrpAlaLysHisMetTrpAsnPhelleSer 
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3901 TCCAG ACCAACTGGCAAAAACTCGAGACCTTCTGGGCG AAGCATATGTGGAACTTCATCA 
AGGTCTGGT1GACCGTTTTTGAGCTCTGGAAGACCCGCTTCGTATACACCTTGAAGTAGT 

GlylleGlnTyrLeuAlaGlyLeuSerThrLeuProGlyAsnProAlallcAlaSerLcu 
3961 GTGGGATACAATACTTGGCGGGCTTGTCAACGCTGCCTGGTAACCCCGCCATTGCTTCAT 
CACCCTATGTTATGAACCGCCCGAACAGTTGCGACGGACCATTGGGGOGGTAACGAAGTA 

MetMaPheThrAlatMaValThrSerProLeuThrThrSeitSlnThrLeuIieuPheAsn 
4021 IX^TCGCTTTTACAGCTGCTGTCACCAGCC CACTAACCACTAGCCAAACCCTCCTCTTCA 
ACTACCGAAAATGTCGACGACAGTGGTCGGGTGATTGGTGATCGGTTTG^ 

IleLeuGlyGlyTrpValAlaMaGlnl^uAla^ 
4081 ACATATTGGGGGGGTGGGTGGCTGCCCAGCTCGCCGCCC 

TGTAIAACCCCCCCACCCACCGACGGGTCGAGCGGCGGGGGCCAGGGGGAT^ 

GlyAlaGlyLeuAlaGlyAlaAlalleGlySerValGlyLeuGlyLy^ValLeuIleAsp 
4141 TGGGCGCTGGCTTAGCTGGCGCCGCCATCGGCAGTGTTGGAC7GGGGAA 

ACCOGCGACCGAATOGACCGCGGCGGTAGCCGTCACAACCTGACCCCTTCCAGGAGTATC 

Ilel^uAlaGlyTyrGlyAlaGlyValAlaGlyAlal^^^ 
4201 ACATCCTTGCAGGGTATGGCGCGGGCGTGGOGGGAGCTCTTGTCGCAT^ 

TGTAGGAACGTCCCATACCGCGCCCGCACCGCCCTCGAGAACACCGTAAGTTCTAGTACT 

GlyGluValProSerThrGluAspI^uValAsnl^uI^uProAlalleljeuSerProGly 
4261 GCGGTGAGGTCCCCTCCACGGAGGACCTGGTCAATCTACTGCCCGCCATCCTCTCGCCdG 
CGCCACTCCAGGGGAGGTGCCTCCTGGACCAGTTAGATGACGGGGGGIAGGAGAGCGGGC 

AlaLeuValValGlyValValCysAlaAlalleLeuArgArgHisValGlyProGlyGlu 
4321 GAGCCCTCGTAGXCGGCGTGGTCTGTGGAGCAATACTGCX9CCGGCACGTTGGCCCGGGCG 
CTOGGGAGCATCAGCCGCACCAGACACGTCGTTATGACGCGGCCGTGCAACCGGGCCCGC 

GlyAlaValGlnTrpMetAsnArgLeuIleAlaPheAlaSerArgGlyAsnHisValSer 
4381 AGGGGGCAGTGCAGTGGATGAACCGGCTGATAGCCTTCGCCTC^ 

TCCCCCGTCACGTCACCTACTTGGCCGACTATCGGAAGCGGAGGGCCCCCTTGGTACAAA 

ProThrHisTyrValProGluSerAspAlaAlaAlaArgValThrAlalleLeuSerSer 
4441 CCCCCACGCACTACGTGCCGGAGAGCGATGCAGCrGCCCGCGTCACTGCCATACTCAGCA 
GGGGGTGCGTGATGCACGGCCTCTCGCTACGTCGACGGGCGCAGTGACGGTATGAGTCGT 

I^uThrValThrGlnl^uX^uArgArgLexiHisGlnTrpIleSerSerGluCysThrThr 
4 501 GCCTCACTGTAACCCAGCTCCTGAGGCGACTGCACCAGTGGATAAGCTCGGAGTGTACCA 
CGGAGTGACATTGGGTCGAGGACTCCGCTGACGTGGTCACCTATTCGAGCCTCACATGGT 

ProCysSexGlySerTrpLeuArgAspIleTrpAspTrpIleCysGluValLeuSerAsp 
4561 CTCCATGCTCCGGTTCCTGGCTAAGGGACATCTGGGACTGGATATGCGAGGTGTTGAGCG 
GAGGTACGAGGCCAAGGACCGATTCCCnGTAGACCCTGACCTATACGCTCCACAACTCX>C 

PheLysThrTrpLeuLysAlaLysLeuMetProGlnLeuProGlylleProPheValSer 
4621 ACTTTAAGACCTGGCTAAAAGCTAAGCTCATGCCACAGCTGCCTGGGATCCCCTTTGTGT 
TG AAATTCTGGACCG ATTTTCG ATTCG AG T ACGG TG TCGACGG ACCCTAGGGGAAACACA 

CysGlnArgGlyTyrLysGlyValTrpArgValAspGlylleMetHisThrArgCysHis 
4681 CCTGCCAGCGCGGGTATAAGGGGGTCTGGCGAGTGGACGGCATCATGCACACTCGCTC 

GGACGGTCGCGCCCATATTCCCCCAGACCGCTCACCTGCCGTAGTACGTGTGAGCGACGG 

CysGlyAlaGluIleThrGlyHisValLysAsnGlyThrMetArglleValGlyProArg 

4741 ACTGTGGAGCTGAGATCACTGGACATGTCAAAAACGGGACGATGAGGATCGTCGGTCCTA 
TGACACCTCGACTCTAGTGACCTGTACAGTTTTTGCCCTGCTACTCCTAGCAGCCAGGAT 

ThrCysArgAsnMetTrpSerGlyThrPheProIleAsnAlaTyrThrThrGlyProCys 
4801 GGACCTGCAGGAACATGTGGAGTGGGACCTTCCCCATTAATGCCTACACCACGGGCCCCT 
CCTGGACGTCCTTGTACACCTCACCCTGGAAGGGGTAATTACGGATGTGGTGCCCGGGGA 

ThrProLeuProAlaProAsnTyrThrPheAlaLeuTrpArgValSerAlaGluGluTyr 
4861 GTACCCCCCTTCCTGCGCCG AACTACACGTTCGCGCTATGGAGGGTGTCTGCAG AGGAAT 
CATGGGGGGAAGGACGCGGCTTGATGTGCAAGCGCGATACCTCCCACAGACGTCTCCTTA 
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ValGluIleArgGlnValGlyAspPheHislVrValThrGlyMetThrThrAspAsnLeu 
4921 ATGTGGAGATAAGGCAGGTGGGGGACTTCCACTACGTGACGGGTATGACTACTGACAATC 
TACACCTCTATTCCGTCCACCCCCTGAAGG TGATGCACTGCCCATACTGATGACTGTTAG 

LysCysProCysGlnValProScrProGluPhcPheThrGluLcuAspGlyValArgLeu 
4981 TCAAATGCCCGTGCCAGGTCCCATCGCCCGAATTTTTCACAGAATTGGAOGGGGTGOGCC 
AGTTTACGGGCACGGTCCAGGGTAGCGGGCTTAAAAAGTGTCTTAACCTGCCCCACGCGG 

HisArgPheAlaProProCy8LysProLeuLeuArgGluGluValSerPheArgValGly 

5041 TACATAGGTTTGCGCCCCCCIGCAAGC^^ 

ATGTATCCAAACGCGGGGGGACGTTCGGGAACGACGCCCTCCTCCATAGTAAGTCTCATC 

LeuHisGluTyrProValGlySerGlnl^uProCysGluProGluProAspValMaVal 

5101 GACTCCACGAATACCCGGTAGGGTOGCAATTACCTTGCGAGCCCXsAAOOGGAOGTG 
CIGAteTGCTTATGGGCCATCCCAGCGTTAATGGAA 

I^uThrSerMetl^uThrAspProScrHisIleThrAlaGluAlaAlaGlyArgArgLcu 
5161 TGTTGACGTCCATGCTCACTGATCCCTCCCATATAACAGCAGAGGCGGCOGGGCGAAGGT 
ACAACTGCAGGTACGAGTGACTAGGGAGGG TATATTGTCGTCTCCGCCGGCCCGCTTCCA 

AlaArgGlySerProProSerValAlaSerSerSerAlaSerGlnLeuSerAlaProSer 
5221 TGGCGAGGGGATCACCCCCCTCTGTGGCCAGCTCCTCGGCTAGCCAGCTATCCGCTCCAT 
ACCGCTCCCCTAGTGGGGGGAGACACCGGTCGAGGAGCCGATCGGTCGATAGGCGAGGTA 

LeuLysAlaThrCysThrAlaAsnHisAspSerProAspAlaGluLeuIleGluXlaAsn 
5281 CTCTCAAGGCAACTTGCACCGCTAACCATGACTCCCCTGATGCTGAGCTCATAGAGGCCA 
GAGAGTTCCGTTGAACGTGGCGATTGGTACTGAGGGGACTACGACTCGAGTATCTCCGGT 

LeuLeuTrpArgGlnGlxiMetGlyGlyAsnlleThrArgValGluScrGluAsnLysVal 
5341 ACCTCCTATGGAGGCAGGAGATGGGCGGCAACATCACCAGGGTTGAGTCAGAAAACAAAG 
TGGAGGATACCTCCGTCCTCTACCCGCCGTTGTAGTGGTCCCAACTCAGTCTTTTGTTTC 

VallleLeuAspSerPheAspProLeuValAlaGluGluAspGluArgGluIleSeiVal 
5401 TGGTGATTCTGGACTCCTTCGATCCGCTTGTGGCGGAGGAGGACGAGOGGGAGATCTCOG 
ACCACTAAGACCTGAGGAAGCTAGGCGAACACCGCCTCCTCCTGCTCGCCCTCTAGAGGC 

ProAlaGluIleLeuArgLysSerArgArgPheAlaGlnAlaLeuProValTrpAlaArg 
5461 TACCCGCAGAAATCCTGCGGAAGTCTCGGAGATTCGCCCAGGCCCTGCCCGTTTGGGCGC 
ATGGGCGTCTTTAGGACGCCTTCAGAGCCTCTAAGCGGGTCCGGGACGGGCAAACCCGCG 

ProAspTyrAsnProProLeuValGluThrTrpLysLysProAspTyrGluProProVal 
5521 GGCCGGACTATAACCCCCCGCTAGTGGAGACGTGGAAAAAGCCCGACTACGAACCACCTC 
CCGGCCTGATATTGGGGGGCGATCACCTCTGCACCTTTTTCGGGCTGATGCTTGGTGGAC 

ValHisGlyCysProLeuProProProLysSerProProValProProProArgLysLys 
5581 TGGTCCATGGCTGTCCGCTTCCACCTCCAAAGTCCCCTCCTGTGCCTCCGCCTCGGAAGA 
ACCAGGTACCGACAGGCGAAGGTGGAGGTTTCAGGGGAGGACACGGAGGCGGAGCCTTCT 

ArgThrValValLeuThrGluSerThrl^xiSerThrAlaLeuAlaGluLeuAlaThrArg 
5641 AGCGGACGGTGGTCCTCACTGAATCAACCCTATCTACTGCCTTGGCCGAGCTCGCCACCA 
TCGCCTGCCACCAGGAGTGACTTAGTTGGGATAGATGACGGAACCGGCTCGAGCGGTGGT 

SerPheGlySerSerSerThrSerGlylleThrGlyAspAsnThrThrThrSerSexGlu 
5701 GAAGCTTTGGCAGCTCCTCAAC TTCCGGCATTACGGGCGACAATACGACAACATCCTCTG 
CTTCGAAACCGTCGAGGAGTTGAAGGCCGTAATGCCCGCTGTTATGCTGTTGTAGGAGAC 

PrcAlaProSexGlyCysProProAspSerAspAlaGluSerTyrSerSerMetProPro 
5761 AGCCCG CCCCTTCTGGCTGCCCCCCCGACTCCGACGCTGAG TCCTATTCCTCCATGCCCC 
TCGGGCGGGGAAGACCGACGGGGGGGCTGAGGCTGCGACTCAGGATAAGGAGGTACGGGG 

LeuGluGlyGluProGlyAspProAspLeuSerAspGlySerTrpSerThrValSerSer 
5821 CCCTGGAGGGGGAGCCTGGGGATCCGGATCTTAGCGACGGGTCATGGTCAACGGTCAGTA 
GGGACCTCCCCCTCGGACCCCTAGGCCTAGAATCGCTGCCCAGTACCAGTTCCCAGTCAT 

GluAlaAsnAlaGluAspValValCysCysSerMetSerTyrSerTrpThxGlyAlaLeu 
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5981 GTGAGGCCAACGCGGAGGATGTCGTGTGCTGCTCAATG TCTTACTCTTGGACAGGCGCAC 
CACTCCGGTTGCGCCTCCTACAGCACACGACGAGTTACAGAATGAGAACCTGTCCGOGTG 

ValThrProC^sAlaAlaGluGluGlnLysLeuProIleAsnAlaLeuSerAsaSerLeu 

5941 TCGTCACCCCXJTGCGCCGCGGAAGAACAGAAACTGCCCATCAATGCACTM 
AGCAGTGGGGCACGCGGCGCCTTCTTGTCTTTGACGGGTAGTTACGTGA 

LeuAMHisHisAsnLeuValTyrSerf^ 
6001 TGCTACGTCACCACAATTTGGTGTATTCCACCACCTCACGCAGTC 

ACGATGCAGTGGTGTTAAACCACATAAGGTGGTGGAGTGCGTCACGAAC^ 

LysValThrPheAspArgl^uGlnVall^uAs^ 

6061 AGAAAGTCACATTT<»CAGA^ 

TCTTTCAGTGTAAACTGTCTGACGTTCAM 

v»i T^fljLiaAlaAla^^LvsValLysAlaAsnl^uI^uSerValGluGluA laCy s^ 

6121 AGGTTAAAGCAGCGGCGTCAAAAGTGAAGGCTAACTTGCT^ 
TCCAATTTCGTCGCCGCAGTTTTCACTTCCGAT^ 

I^uThrProPTOHisSerAlaLysSerLysPheGlyTyrGlyAlaLysAspValArgCys 

6181 GCCTGACGCCCCCACACTCAGCCAAATCC^^ 

CGGACTGCGGGGGTGTGAGTCGGTTTAGGTTCAAACCAATACCCOGTTTTCTGCAGGCAA 

HisAlaArgLysAlaValThrHisIleAsnSerValTrpLysAspLeuLeuGluAspAsn 
6241 GCCATGCCAGAAAGGCCX3TAACCCACATCAACTCCGTGTGGAAAGACCTTCTGGAAGAGA 
CGGTACGGTCTTTCCGGCATTGGGTGTAGTTGAGGCACACCTTTCTGGAAGACCTTCTGT 

ValThrProIleAspThrThrlleMetAlaLysAsnGluV alPh eCysValGlnProGlu 
6301 ATGTAACACCAATAGACACTACCATCATGGCTAAGAACGAGGTTTTCTGCGTTCAGCCTG 
TACATTGTGGTTATCTGTGATGGTAGTACCGATTCTTGCTCCAAAAGACGCAAGTCGGAC 

LysGlyGlyArgLysProAlaArgLeuIleValPheProAspLeuGlyValArgValCys 
6361 AGAAGGGGGGTCGTAAGCCAGCTCGTCTCATCGTGTTCCCCGATCTGGGCGTGCGCGTGT 
TCTTCCCCCCAGCATTCGGTCGAGCAGAGTAGCACAAGGGGCTAGACCCGCACGCGCACA 

GluLysMetAlaLeuTyrAspValValThrLysLeuProLeuAlaValMetGlyScrSer 
6421 GCGAAAAGATGGCTTTGTACGACGTGGTTACAAAGCTCCCCTTGGCCGTGATGGGAAGCT 
CGCTTTTCTACCGAAACATGCTGCACCAATGTTTCGAGGGGAACCGGCACTACCCTTCGA 

TyrGlyPheGlnTyrSerProGlyGlnArgValGluPheLeuValGlnAlaTrpLysSer 
6481 CCTACGGATTCCAATACTCACCAGGACAGCGGGTTGAATTCCTCGTGCAAGCGTGGAAGT 
GGATGCCTAAGGTTATGAGTGGTCCTGTCGCCCMCTTAAGGAGCACGTTCGCACCTTCA 

LysLysThrProMetGlyPheSerTyrAspThrArgCysPheAspSerThrValThrGlu 
6541 CCAAGAAAACCCCAATGGGGTTCTCGTATGATACCCGCTGCTTTGACTCCACAGTCACTG 
GGTTCWTTGGGGTTACCCCAAGAGCATACTATGGGCGACGAAACTGAGGTGTCAGTGAC 

SerAspIleJ^gThrGluGluAlalleTyrGlnCysCysAspLeuAspProGlnAlaArg 
6601 AGAGCG ACATCCGTACGGAGGAGGCAATCT ACCAATGTTGTG ACCTCG ACCCCCAAGCCC 
TCTCGCTGTAGGCATGCCTCCTCCGTTAGATGGTTACAACACTGGAGCTGGGGGTTCGGG 

ValAlalleLysSerLeuThrGluArgLeuTyrValGlyGlyProLeuThrAsnSerArg 
6661 GCGTGGCCATCAAGTCCCTCACCGAGAGGCTTTATGTTGGGGGCCCTCTTACCAATTCAA 
CGCACCGGTAGTTCAGGGAGTGGCTCTCCGAAATACAACCCCCGGGAGAATGGTTAAGTT 

GlyGluAsnCysGlyTyrArgArgCysArgAlaSerGlyValLeuThrThrSerCy^ 
6721 GGGGGGAGAACTGCGGCTATCGCAGGTGCCGCGCGAGCGGCGTACTGACAACTAGCTGTG 
CCCCCCKTTGACGCCGATAGCGTCCACGGCGCGCTCGCCGCATGACTGTTGATCGACAC 

AsnThrLeuThrCysTyrlleLysAlaArgAlaAlaCysArgAlaAlaGlyLeuGlnAsp 
6781 GTAACACCCTCACTTGCTACATCAAGGCCCGGGCAGCCTGTCGAGCCGCAGGGCTCCAGG 
CATTGTGGGAGTGAACGATGTAGTTCCGGGCCCGTCGGACAGCTCGGCGTCCCGAGGTCC 

CysThrMetXeuValCysGlyAspAspLeuValVallleCysGluSerAlaGlyValGln 

6841 ACTGCACCATGCTCGTGTGTGGCGACGACTTAGTCGTTATCTGTGAAAGCGCGGGGGTCC 
TGACGTGGTACGAGCACACACCGCTGCTGAATCAGCAATAGACACTTTCGCGCCCCCAGG 
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GluAspAlaAlaSerLeiiArgAlaPheThrGltiAlaNetXbrArgTTrSerAlaPrc^ro 

6 901 AGGAGGACGCGGCGAGCCTGAGAGCCTTCACGGAGGCTATCAC^ 
TCCTCCTGCGCCGCTCGGACTCTC^ 

GlyAspProProGlnProGluTyrAspLeiiGluLeuIleXhrSerCysSerSerAsnVal 

6961 CTGGGGACCCCCCACAACCAGAATACGACTTGGAGCTCATAA» 
GACCXCTGGGGGGTGTTGGTCTTATGCTGAACCTCGAGTATTG^ 

SerValAlaHisAspGlyAl aGlyLysArgValTyrTyrLeuThrArgAspProThrThr 

7021 TGTCAG TCGCCCACGACGGCGCTGGAAAGAGGGTCTACTACCTCACCOTTCACCCTACAA 
ACAGTCAGCGGGTGCTGCCGCGACCTTTCTC^ 

ProLeuAlaArgAlaAlaTrpGluThrAlaArgHisZte 
7081 CCCCCCTCGCGAGAGCTGCGTGGGAGACAGCAAGACACACTCCAGTCAATTCCTGGCIAG 
GGGGGGAGCGCTCTCGACGCACCCTCTGTCGTTCTG^ 

AsnllelleMetPheAlaProThrl^uTrpAlaArgMetlleLeuMetThrHisPhePhe 
7141 GCAACATAATCATG TTTGCCCCCACACTGTGGGCGAGGATGATACTGATGACCCATTTCT 
CGTTGTATTAGTACAAACGGGGGTGTGACACCCGCTCCTACTATGACTACTGGGTAAAGA 

SerValLeuIleAlaArgAspGlnLeuGluGlnAlaLeiiAspCysGluIleTyrGlyAla 
7201 TTAGCG TCCTTATAGCCAGGGACCAGCTTG AACAGGCCCTCGATTGOGAGATCTAOGGGG 
AATCGCAGGAATATCGGTCCCTGGTCGAACTTGTCCGGGAGCTAACGCTCTAGATGCCCC 

CysTyrSerlleGluProLeuAspLeuProProIlelleGlnArglieu 
7261 CCTGCTACTCCATAGAACCACTTGATCTACCTCCAATCATTCAAAGACTC 
GGACGATGAGGTATCTTGGTGAACTAGATGGAGGTTAGTAAGTTTCTGAG 
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